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Abstract 
Neurodegenerative diseases are among the most complex and puzzling 
human disorders and in the last century the number of people affected by 
neurodegenerative disorders is increasing year after year. These devastating 
disorders currently do not have any effective therapies or treatments, thus are a 
social and economic burden for modern society and novel therapeutic strategies 
need to be developed for these disease states. 
Synucleinopathies and tauopathies regroup a wide number of neurodegenerative 
disorders characterized by the presence of abnormal protein aggregates 
respectively composed of alpha-synuclein (ASYN) or tau protein. Several reports 
revealed a consisting overlapping between these two groups of disorders and that 
the interactions between ASYN and tau may be a relevant disease component 
that enhances the pathological cascade and spreads the neuronal damage. 
Budding yeast have been largely used to perform studies on the physiopathology 
of synucleopathies and tauopathies and are a powerful tool for rapid screening 
assays that have resulted in the identification of several promising therapeutic 
drugs and targets. 
In this work we used yeast as a model system to reproduce the synergistic 
cytotoxic effect mediated by the co-expression of the human ASYN and tau 
proteins that recapitulates some of the pathological features observed in patient’s 
brain. The model was used to perform genome-wide screening and high-
throughput assays to identify both genes and natural extracts able to modulate the 
synergistic cytotoxic interactions of ASYN and tau. 
In the end, we were able to identify 5 different S. cerevisiae genomic fragments 
containing a total of 25 different complete genes and 11 natural extracts able to 
interfere with the reported synergistic cytotoxicity. These modulators have the 
potential to be further explored in other appropriate disease models and might be 
relevant for academic groups and companies working on neurodegeneration 
engaged in drug discovery.  
Keywords: Neurodegeneration, alpha-synuclein, tau, yeast, screening.  
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Resumo
As doenças neurodegenerativas representam uma das patologias humanas 
mais complexas e desafiadoras, sendo que no último século o número de pessoas 
afetadas tem crescido anualmente. Estas doenças devastadoras não têm 
atualmente nenhuma terapia ou tratamento eficaz, pelo que são um fardo social e 
económico para a sociedade moderna tornando urgente o desenvolvimento de 
novas estratégias terapêuticas para estes estados patológicos. 
O termo sinucleinopatias agrupa várias doenças neurodegenerativas diferentes 
em que a característica patológica marcante é a presença de agregados fibrilares 
insolúveis da proteína alfa-sinucleína (ASYN), designados por corpos de Lewy, 
em populações específicas de células do cérebro. Este grupo de patologias inclui 
a doença de Parkinson, a demência com corpos de Lewy, a atrofia 
multissistémica, muitos casos de doença de Alzheimer (variante da doença de 
Alzheimer com corpos de Lewy), neurodegeneração com acumulação de ferro 
tipo I, falência autonómica pura, e um subtipo de tremor essencial. Na maioria 
dos casos as sinucleinopatias são doenças idiopáticas, envolvendo mutações 
poligénicas, interações génicas e de estilo de vida. Em 1997 o gene da alfa-
sinucleína foi o primeiro gene que se descobriu estar associado à doença de 
Parkinson. 
De igual forma, as tauopatias representam outro grupo de doenças 
neurodegenerativas caracterizadas pela presença de agregados neurofibrilares 
compostos maioritariamente pela proteína tau anormalmente hiperfosforilada. 
Patologias como a doença de Alzheimer, degeneração lobar frontotemporal, 
demência frontotemporal com parkinsonismo ligado ao cromossoma 17, paralisia 
supranuclear progressiva e a degeneração córtico-basal são exemplos de 
tauopatias. O estado de fosforilação da proteína tau tem um papel central na 
etiologia das tauopatias, contudo um elevado número de mutações no gene tau 
foi também identificado e associado com algumas destas doenças. 
As sinucleinopatias e as tauopatias partilham mecanismos moleculares comuns 
conducentes à neurodegeneração e os processos patogénicos através do qual as 
proteínas ASYN e tau induzem morte celular estão relacionados com auto 
v 
agregação levando à formação de espécies oligoméricas potencialmente 
citotóxicas que por sua vez conduzem a alterações em vários processos celulares, 
nomeadamente na sinalização celular dependente de cálcio, atividade 
mitocondrial, estrutura do citoesqueleto, sistema de controlo de qualidade de 
proteínas, propagação célula a célula e ativação da resposta imune. Mais ainda, 
recentemente foram descobertas muitas interações diretas e indiretas entre estas 
duas proteínas, sendo de salientar a identificação de toxicidade sinergística 
aquando da co-expressão de ASYN e tau em modelos de mamíferos e de 
levedura. Tendo em conta todas estas analogias na fisiopatologia das 
sinucleinopatias e das tauopatias e a citotoxicidade sinergística entre ASYN e 
tau, estas duas proteínas podem representar um duplo alvo para o 
desenvolvimento de novas abordagens terapêuticas para o tratamento de um 
vasto número de doenças neurodegenerativas. 
Apesar da ausência de um sistema nervoso os modelos de levedura são 
amplamente utilizados para abordagens às doenças neurodegenerativas, tendo em 
conta que muitos dos processos envolvidos na progressão patológica, tais como 
atividade mitocondrial, regulação da transcrição, tráfico intracelular e controlo de 
qualidade de proteínas, são muito conservados entre as leveduras e os humanos. 
Adicionalmente, cerca de 30% dos genes humanos envolvidos no 
desenvolvimento de muitas doenças humanas têm ortólogos funcionais em 
levedura. As células de levedura são também usadas para o rastreio em larga 
escala de bibliotecas de compostos devido a vantagens como a avaliação de 
compostos num ambiente fisiologicamente relevante e a seleção negativa 
imediata de compostos tóxicos ou com baixa permeabilidade membranar. Mais 
ainda, estão disponíveis coleções de estirpes de levedura mutadas por deleção, 
juntamente com coleções de sobre-expressão que constituem ferramentas 
poderosas para ensaios de análise genómica - genome-wide screening. 
No trabalho descrito nesta tese utilizámos a levedura como sistema modelo para 
reproduzir e caracterizar o efeito citotóxico sinergístico mediado pela co-
expressão das proteínas ASYN e tau humanas. O modelo foi depois usado como 
uma ferramenta para a descoberta de genes e compostos que medeiam a interação 
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tóxica entre ASYN e tau, possibilitando a identificação de novos alvos para 
intervenção terapêutica. 
Começámos por promover a expressão de ASYN e tau em levedura a partir de 
um vetor epissomal bi-direcional. Os resultados obtidos mostraram que a 
presença de ASYN afeta a solubilidade da proteína tau, aumentando a fração de 
proteína insolúvel/agregada em associação com um aumento significativo na 
fosforilação de tau nos epítopos patogénicos S396/404, o que se sabe levar à 
formação de agregados de tau insolúveis. Mais ainda, mostrámos que no nosso 
modelo a presença de ASYN conduz ao aumento de agregação de tau no epítopo 
S396/404 via Rim11, o ortólogo de levedura de GSK3B. Estas descobertas estão 
alinhadas com outros relatos em que se provou que o epítopo patológico 
S396/404 é um substrato típico de GSK3B e que a ASYN tem a capacidade de 
estimular diretamente a fosforilação de tau via GSK3B, fazendo parte de um 
complexo heterotrimérico contendo ASYN, tau e GSK3B. Apesar do aumento na 
fosforilação e agregação de tau promovido pela co-expressão de ASYN, não 
foram observadas diferenças sinergísticas no fenótipo de crescimento do nosso 
modelo epissomal de levedura. Contudo, esta foi a primeira evidência que a 
ASYN tem capacidade de induzir a fosforilação e agregação de tau em levedura. 
Avaliámos de seguida o efeito da co-expressão de ASYN e tau em levedura 
recorrendo a uma abordagem experimental diferente, baseada na integração 
estável de uma cópia de cada transgene no genoma da levedura. Neste cenário, 
foi observado um forte efeito citotóxico sinergístico no crescimento da levedura, 
associado com um aumento da fosforilação de tau no epítopo S396/404 e a um 
aumento da fração insolúvel de proteína tau. De salientar que esta citotoxicidade 
sinergística é eliminada aquando da remoção de RIM11, demonstrando que o 
fenótipo obtido é resultante da cooperação entre ASYN e tau. Estes resultados 
sugerem que a hiperfosforilação de tau no epítopo S396/404 mediada por ASYN 
pode dar origem a espécies oligoméricas citotóxicas de tau, uma vez que esta 
citotoxicidade sinergística só é observada na estirpe de levedura que apresenta 
níveis mais elevados de tau fosforilada, em correlação com a presença de tau na 
fração proteica insolúvel. 
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Em resumo, as nossas estirpes de levedura, epissomal e integrativa, recapitulam 
muitos dos aspetos mais relevantes das interações de ASYN e tau na patologia 
humana e são ferramentas poderosas para ensaios de rastreio rápidos. Em 
particular, a estirpe integrativa, que revela um fenótipo sinergístico tóxico devido 
à co-expressão de ASYN e tau, foi usada para a realização de um genome-wide 
screening (GWS) e de um high-throughput screening (HTS) com o objetivo de 
identificarmos genes e compostos que possam futuramente ser alvos para o 
desenvolvimento de novas terapias para doenças neurodegenerativas. 
O GWS foi realizado usando a colecção “Yeast Genomic Tiling Collection Assay 
Ready DNA”, que consiste em cerca de 1500 clones, cada um contendo um 
segmento único do genoma da levedura S. cerevisiae num vetor shuttle (E. coli – 
levedura) e fornecida como uma pool de DNA num tubo único. O GWS resultou 
na identificação de 5 fragmentos genómicos diferentes com um total de 25 genes 
completos que, quando sobre-expressos, têm a capacidade de diminuir 
fortemente a citotoxicidade sinergística mediada por ASYN e tau. Apesar dos 
nossos esforços iniciais para identificar os genes responsáveis por esta 
recuperação de fenótipo não terem sido bem sucedidos, a análise destes 
fragmentos genómicos deve ser alvo de atenção futura com vista a compreender 
quais os genes individuais ou interação de genes que medeia este efeito benéfico. 
O HTS foi realizado utilizando a coleção proprietária LUSOEXTRACT, que 
consiste em 3932 extratos naturais provenientes de 1206 organismos isolados de 
ecossistemas aquáticos e terrestres Portugueses únicos. A análise final do HTS 
resultou em 11 extratos naturais com capacidade para melhorar o efeito 
citotóxico mediado pela expressão concomitante de ASYN e tau, sendo que estes 
extratos devem ser alvo de estudos posteriores neste e noutros modelos celulares 
de doença. 
A identificação de moduladores da toxicidade sinergística mediada por ASYN e 
tau é relevante tanto para grupos académicos que trabalham em 
neurodegeneração como para empresas que desenvolvem programas de 
identificação de novos fármacos. Temos a esperança que os resultados do 
presente trabalho possam no futuro ter um impacto positivo nos doentes, famílias 
viii 
e prestadores de cuidados de saúde que lidam diariamente com a falta de 
alternativas terapêuticas para as doenças neurodegenerativas. 
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Chapter I. Introduction 
1. Brain Diseases
1.1. Neurodegenerative Diseases Overview 
According to the Alzheimer’s Foundation of America, dementia is a 
general term that describes a group of symptoms—such as loss of memory, 
judgment, language, complex motor skills, and other intellectual functions 
caused by the permanent damage or death of the brain's nerve cells, or neurons. 
The group of disorders causing dementia includes Alzheimer’s disease (AD), 
Parkinson’s disease (PD), Huntington’s disease (HD), dementia with Lewy 
bodies (DLB), frontotemporal dementia (FTD), frontotemporal lobar 
degeneration (FTLD), amyotrophic lateral sclerosis (ALS), and cerebral 
autosomal dominant arteriopathy with subcortical infarcts and 
leukoencephalopathy (CADASIL). AD is the most common cause of dementia in 
people over 65 and represents about 60% of all dementias, whereas vascular 
dementia caused by stroke or blockage of blood supply accounts for about 30% 
[1-3]. Epidemiologic studies predict that the number of people with dementia 
will double each 20 years in developed and developing countries, with a rate 
three to four times higher in developing areas than in developed regions, as 
consequence of increased life expectancy and exposure to many other risk factors 
(Figure 1).  
Figure 1: Worldwide dementia prevalence and projection in developed and developing 
countries. A) Red countries have a prevalence estimated to be higher than 5%, which is similar 
to the one estimated in developed countries (in grey). Blue countries have a prevalence of 
dementia lower than 3% while in green countries cases of dementia have been reported but 
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prevalence or incidence are unknown. No information is available from white countries. Red 
spots show locations of families with neurodegenerative disorders causing dementia [3]. B) The 
plot is representative of a study were it was estimated that 24 million people had dementia in 
2001 and this amount will double every 20 years to reach 42 million by 2020 and 81 million by 
2040 [2]. 
Aging is well known to be the greatest risk factor for this group of disorders, 
however the neuronal loss caused by intracellular oxidative stress accumulation 
in elderly peoples is much lower than the one observed in chronic 
neurodegenerative process [4]. All the neurodegenerative diseases are mainly 
characterized by an initial abnormal neuronal activity that progressively leads to 
neuronal cell death [5,6] due to the impairment of many intracellular processes 
including protein degradation and mitochondrial biology [7,8]. Another common 
hallmark of several neurodegenerative diseases is the presence of plaques and 
other atypical protein aggregates composed by normal or mutated disease-related 
proteins with different intra or extra cellular localization. Depending on the 
disease subtype, the distribution of these aggregates can be mainly cytosolic, 
predominantly intranuclear, in the endoplasmic reticulum (ER) or extracellular 
[9], but their direct contribute on the pathology progression is still under debate 
[9,10].  
1.2. Aging Brain: The Biggest Risk Factor in Neurodegeneration 
Neurodegenerative diseases share a common risk factor, the aging of the 
brain. In most cases aging and cognitive decline walk side by side, although the 
molecular mechanisms involved in aging are still unclear. Another important 
issue to address is how the physiological brain aging gives rise to 
neurodegenerative disorders. In normal elderly human population the cognitive 
decline—also called mild cognitive impairment (MCI)—is represented by 
delayed recall of verbal information, regression of working memory, short-term 
memory, reduced spatial memory and processing speed which is the most 
affected, then normal aging people take longer to learn new information [11-15]. 
Other cognitive functions such as long-term memory, implicit memory, attention 
span, vocabulary and verbal knowledge are well preserved during the aging 
process and emotional components of memory seem to be even improved 
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especially in people over 65 [16]. The memory functions compromised during 
aging may be the result of activation changes in the hippocampus and prefrontal 
cortex brain regions as revealed by functional imaging analysis [17,18]. 
Activation of the contralateral hemisphere was also shown in normal aging 
brains, representative of the normal compensatory response known as “loss of 
hemispheric asymmetry” that is lost in MCI and in AD [19]. AD human brains 
revealed an over-time accumulation of protein aggregates together with a 
progressive massive neuronal loss in the medial temporal lobes, in particular in 
the entorhinal cortex in contrast with the normal aging brains where a mild cell 
loss was observed only in the prefrontal cortex (Figure 2). 
Figure 2: Brain structure and pathology progression. In MCI, hippocampus and prefrontal 
cortex are the affected regions marked by neuronal loss accompanied by a diffuse moderate 
presence of amyloid plaques composed by Aβ peptide and neurofibrillary tangles composed by 
tau protein. Remarkable general volume loss and selective neuronal cell death in temporal lobe 
in association with widespread massive presence of protein aggregates was observed only in 
AD human brains [4,20]. 
Loss of synaptic function was also observed in the frontal cortex of normal aging 
brain [21]. Synaptic plasticity is a calcium-dependent function and reduced 
mRNA levels of calcium channel subunits and key proteins in the calcium signal 
pathways have been demonstrated in the aging prefrontal cortex [22]. Several 
microarray studies on human aging brain have been performed to evaluate 
changes in gene expression and in the frontal cortex about 4% of the active genes 
are regulated during the aging process [22,23]. Genes involved in memory, 
learning, synaptic plasticity, vesicle protein transport and mitochondrial function 
were significantly down-regulated while genes involved in stress response, in 
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particular antioxidants, DNA repair and inflammation, were up-regulated (Figure 
3). Thus, age-related molecular changes at several levels expose neuronal cells to 
oxidative stress and biological dysfunction, compromising the entire biological 
systems of the brain. In accordance, the risk of AD onset increases 14-fold from 
the age of 65 to 85, afflicting about 47% of people over 85 [24]. Moreover, the 
presence of abnormal protein aggregates composed of amyloid-β peptides (Aβ) 
in AD, of tau protein in FTLD and of alpha-synuclein (ASYN) protein in PD is 
considered a potential contributory factor [10], but the current animal models do 
not explain the interconnections between aging and diseases onset. 
Figure 3: Aging and neurodegeneration. During the aging process changes in gene 
expression (left panel) might contribute to impaired intracellular pathways rendering the neurons 
more sensitive to several stress insults. This age-dependent neuronal vulnerability may 
represent the link between aging and neurodegeneration [4]. 
2. Neurodegeneration Mechanisms
2.1. Failure of Neural Network 
The early impairment of neural activity plays a crucial role in the 
manifestation of neurodegenerative disorders. The evidence of neural network 
failure is the manifestation of impressive fluctuation in functional abilities–
disabilities within the same day in people affected by neurodegenerative 
disorders which significantly correlate with neuropsychological and 
electrophysiological measures [25-27]. Functional reversible fluctuations could 
be the result of impaired intra–extra cellular processes not related to significant 
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neuronal death, such as molecular signalling, synapses activity, neuronal activity 
and neural network (Figure 4) [28-30]. This thesis is strongly supported by many 
studies in transgenic models expressing normal or mutant proteins related to AD, 
PD, HD or other neurodegenerative diseases. Results obtained showed how 
impaired behaviour and neuronal deficit observed without neuronal loss could be 
restored or prevented upon removal of the diseases related proteins [31-34]. 
Figure 4: Neurodegenerative disorders affect neural activities at many levels. 
Neurodegenerative disorders can disrupt molecular pathways, synapses and local circuits in 
specific brain regions, as well as higher-order neural networks. Abnormal network activities may 
result in a vicious cycle, impairing the integrity and functions of neurons and synapses, for 
example, through aberrant excitation or inhibition [5].
For instance, in AD the cellular mechanisms involved in network failure are the 
ones linked to: 
• Activity-regulated genes such as those encoding for cytoskeletal
proteins, long-term potentiation, memory formation and immediate-early
proteins forming the transcription factor AP-1 [35-39].
• Cell membrane receptors including cell adhesion proteins, glutamate
receptors, nicotinic acetylcholine receptors and NMDA receptors [35,40-
44]. 
• Signalling cascades regulated by several kinases and phosphatase like the 
mitogen-activated protein kinase superfamily (MAPKs), cyclin-dependent 
kinase 5 (CDK5), tyrosine kinases (TKs), calcineurin phosphatase and 
striatal-enriched protein tyrosine phosphatase (STEP) [35,40,43,45-48].
• Synaptic integrity controlled by presynaptic terminals and postsynaptic
dendritic spines [49-51].
• Neurotransmitter synaptic release via vesicles cycling [52].
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Dysregulation of the described pathways triggers the activation of complex 
compensatory mechanisms that recruit different neuron subtypes to restore the 
normal activity [53,54]. This compensation could explain the slow progression of 
most neurodegenerative disorders and why so many neurons can die before the 
manifestation of relevant clinical symptoms. Progressive failure of these 
compensatory mechanisms may contribute to the remarkable daily fluctuations.  
2.2. Protein Aggregation and Degradation 
The cellular environment is composed by millions of proteins packed in 
their respective subcellular compartments. Maintaining a proper protein 
homeostasis under intrinsic and environmental conditions is essential for long-
term cells health and to preserve the correct biological functions. Protein 
homeostasis involves transcription regulation, translation, folding, trafficking, 
processing, assembly–disassembly, localization and degradation. Many 
neurodegenerative diseases are characterized by the accumulation of misfolded 
proteins in insoluble inclusions with different anatomical distribution depending 
on the disease (Figure 5) [55].  
Figure 5: Anatomical location of protein aggregates. Macroscopic and microscopic changes 
observed on the most common neurodegenerative disorders [55]. 
AD and PD are respectively the first and second most common age-related 
neurodegenerative diseases characterized by the presence of protein aggregates. 
In AD the extracellular amyloid plaques are generated from the sequential 
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cleavage of the amyloid precursor protein (APP) by β-secretase and γ-secretase, 
giving rise to Aβ peptides of 40 and 42 amino acids residues called Aβ40 and 
Aβ42 [56-58]. Numerous heritable mutations in the APP are linked to AD onset 
during the first fifth decade of life, while the majority of the sporadic cases of 
AD develop clinical onset in people of 70 years old or more [24]. The other 
major hallmark in AD is the presence of neurofibrillary tangles (NFTs) which are 
intracellular insoluble fibrillar deposits formed by hyperphosphorylated tau 
protein [59,60]. Furthermore, more than 50 different mutations in the 
microtubule associated protein tau (MAPT) gene have been associated to familial 
forms of frontotemporal dementia with Parkinsonism linked to chromosome 17 
(FTDP-17) [61,62]. PD is characterized by the presence of Lewy bodies (LB) 
which are intracellular cytoplasmic aggregates composed by the presynaptic 
ASYN protein and the cells affected are mainly the dopaminergic neurons in the 
substantia nigra [61]. The majority of PD cases are sporadic, however duplication 
and triplication of the synuclein-alpha (SNCA) locus  gene  as well point 
mutation in the ASYN proteins (A30P, E46K and A53T) have been identified in 
early-onset PD patients [63,64].  
All these aggregates are composed by misfolded or unfolded disease-related 
proteins organized in a well-defined structure or amorphous, in both cases 
insoluble and refractory to proteolysis [65]. It is currently known that genetic 
mutations, environmental factors and different stress conditions are all able to 
induce protein misfolding and aggregation (Figure 6).  
Figure 6: Misfolding and aggregation. Protein aggregation is a natural phenomenon occurring 
in living organisms, although in several neurodegenerative disorders the disease related 
proteins start to self-aggregate in oligomeric intermediates that evolve into fibrillar structures. 
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Misfolding and aggregation can be promoted by genetic mutations, intra–extra cellular 
concentration, abnormal post-translational modification, proteolyitic cleavage, aging and 
environmental factors [66,67]. 
Recent studies revealed that those protein aggregates may diffuse from one 
affected cell to one normal cell, acting as seeds to initiate protein misfolding and 
aggregation in a process knew as “prion-like diffusion” [68]. In general it seems 
that the aggregation ability correlates with the cytotoxicity, but the direct 
implication of soluble monomer, oligomers or larger protein aggregates with the 
pathology progression is still under debate [69-71]. Several contrasting results 
have been observed and produced in the last century since Alois Alzheimer in 
1907 discovered for the first time the presence of amyloid plaques in post-
mortem brains from demented patients [72]. Two early hypotheses have been 
formulated to correlate neurodegenerative diseases with proteins aggregates: A) 
human neurodegenerative disease causes fibrillar deposits, but protein 
aggregation has no causal role; B) fibrillar protein deposits cause 
neurodegenerative disease. Several evidence argues against both hypotheses, as it 
was observed that some subtypes of neurodegenerative disorders are 
characterized by the absence of protein aggregates, as happens in the genetic 
prion disorder Gerstmann–Straussler syndrome, in sporadic ALS and in 
autosomal recessive juvenile parkinsonism (AJPR) [73-75]. Furthermore, 
dissociation between the severity of the symptoms and the number and the size of 
amyloid deposits in post-mortem AD brains was proved [76,77], and amyloid 
plaques were also found in non-demented elderly peoples [78]. Contrasting 
results have also been produced in neurodegenerative models where, in some 
cases, symptomatic reversal occurs upon removal of the aggregation-prone 
proteins and correlate with the disappearance of intracellular tangles [79-81] 
while in other cases fibrillary deposits are not directly related to diseases 
symptoms [82-84]. Moreover, amyloid fibrils can continue to grow and 
multimerize to form larger aggregates that evolve into an aggresome. It has been 
suggested that the aggresome is a protective structure formed to regroup potential 
proteasome-resistant toxic aggregates that will be then eliminated by autophagy 
[65,85]. However, even if it is not currently possible to directly correlate the 
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amount of a discrete protein aggregate to a human disease, the intracellular 
pathways involved in the maintenance of a proper protein homeostasis are largely 
studied as potential therapeutic targets for the treatment of neurodegenerative 
disorders. The first line of defence against misfolded proteins prone to 
aggregation are the molecular chaperones that can stabilize or refold such protein 
species and are also associated with the protein quality control (PQC) system in 
order to promote the elimination of those proteins that can no longer be refolded 
[86-90]. The PQC is regulated by two main distinct pathways, the ubiquitin-
proteasome system (UPS) and the autophagosome-lysosome pathways (ALP). 
The successive failure of these protein degradation pathways, as cause or 
consequence of early pathological alterations in affected neurons, might represent 
a key step in the pathological cascade that gives rise to spreading 
neurodegeneration. Within the UPS pathway the key structure is the proteasome, 
a barrel-shaped multiprotein complex able to hydrolyse not only cytosolic and 
nuclear soluble proteins but also misfolded proteins inside the ER through a 
process known as endoplasmic-reticulum-associated degradation (ERAD) 
(Figure 7) [91,92].  
Figure 7: UPS system. Proteasomal degradation is ubiquitin (Ub) dependent. Proteins tagged 
with chains of four or more ubiquitins are shuttled to the proteasome by various proteins. The 
ubiquitin conjugation requires three different subtypes of enzymes: the ubiquitin-activating 
enzyme (E1), ubiquitin-conjugating enzyme (E2) and ubiquitin-ligase enzyme (E3). In the 
proteasome, proteins are hydrolysed to peptides, which are then released into the cytosol and 
further broken down by peptidases [93].  
The target signal for protein degradation is the presence of a chain composed by 
four or more ubiquitin molecules covalently bound at the C-terminal region [93]. 
The polyubiquitinated targeted proteins need to be unfolded to pass through the 
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proteasome barrel pores to be hydrolysed, thereby oligomeric and aggregated 
proteins are resistant to UPS clearance [87]. Most of the proteins involved in 
neurodegeneration, such as ASYN or tau, are UPS dependent for their clearance 
before they start to self-aggregate [9,91]. When a cytosolic aggregation-prone 
protein becomes a poor proteasome target the ALP pathways succeed as major 
clearance route. Three different types of autophagy (literally self-eating) have 
been described: macro-autophagy, micro-autophagy and chaperone-mediated 
autophagy (CMA) (Figure 8). The components degraded by these roots may 
range from entire organelles, such as damaged mitochondria, to proteins 
aggregates, soluble peptides or microbes that can be specifically or non-
specifically targeted [94].  
Figure 8: Autophagic pathways: In macro-autophagy the cytosolic components to be 
degraded are included in double layer vacuoles called autophagosome that then fuse with a 
lysosome, giving rise to an autolysosome, where the intracellular components are degraded by 
acid hydrolases. Micro-autophagy is characterized by the direct engulfment of the intracellular 
components to be degraded by the lysosome itself. In CMA only soluble proteins are degraded 
by the lysosome, the internalization occurs via the lysosomal-associated membrane protein 
LAMP-2A receptor and an accessory chaperone, the heat shock cognate protein Hsc70 [95-97]. 
Each autophagy pathway has individual characteristics, but they all appear to be 
interconnected and display compensatory up-regulation upon failure of one of 
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them. Cells respond to a blockage of CMA by activating macro-autophagy in a 
constitutive manner [98] while CMA is enhanced when macro-autophagy is 
dysfunctional [99]. The macro-autophagy pathway plays a critical role in the 
selective elimination of aggregated proteins in mammalian cells, a process 
known as aggrephagy in which exclusive proteins are required for substrate 
selection and targeting [88,89].  
In summary, a common hallmark in many neurodegenerative diseases is the 
presence of intra or extra-cellular protein aggregates. All these proteins are 
degraded by UPS and/or ALS pathways, but persistent high intracellular proteins 
levels, post-translational modification, mutations or self-aggregation might 
render them resistant to the UPS-ALS mediated proteolysis, creating an 
inhibition–accumulation loop that can promote aggregation. Although, the PQC 
efficiency undergoes an age-dependent reduction and only a small fraction of 
elderly people develop PD or AD with the presence of intracellular protein 
aggregates, suggesting that other mechanisms are involved in maintaining a 
proper protein homeostasis.  
2.3. Mitochondrial Dysfunction and Oxidative Stress 
Mitochondria are key regulators of cell survival and death [100], play a 
central role in aging and interact with many specific proteins implicated in 
genetic forms of neurodegenerative diseases. Mitochondria possess many copies 
of their own circular DNA (mtDNA) that encode for 13 components of the 
respiratory chain, 2 rRNAs and 22 tRNAs to support the intra-mitochondrial 
protein synthesis [101]. Inherited mutations in mtDNA cause a variety of 
diseases affecting tissues with high energy requirements such as brain and 
muscles and it is well established that mtDNA accumulates mutations and large-
scale deletions with aging that correlate with decline of mitochondrial function 
[100,102]. Mitochondrial insults, including oxidative damage itself, can cause 
imbalance between net production and removal of reactive oxygen species 
(ROS), resulting in ROS accumulation [103]. ROS encompass variety of partially 
reduced metabolites of oxygen such as superoxide anions, hydrogen peroxide and 
11
hydroxyl radicals which are generated as by-products of cellular metabolism, 
primarily in the mitochondria. When cellular production of ROS overwhelms its 
antioxidant capacity, damage to cellular macromolecules such as lipids, protein, 
and DNA may ensue [104]. Several enzymatic and non-enzymatic defence 
pathways are involved to prevent the accumulation of ROS. These defence 
mechanisms are not always adequate to counteract the production of ROS, 
resulting in what is termed a state of oxidative stress [105]. Oxidative stress has 
been implicated in a wide variety of disease processes including 
neurodegenerative disorders and is believed to be a major factor in aging [106]. 
At the cellular level, oxidant injury elicits a wide spectrum of responses ranging 
from proliferation to growth arrest, senescence or cell death [105]. Thus, 
mitochondrial accumulation of mutations and net production of ROS might 
contribute to the physiological decline and aging-related neurodegeneration. 
Many neurodegenerative diseases are characterized by mitochondrial 
dysfunctions, displaying increased oxidative stress, decreased synaptic activity, 
reduced energy supply, impaired turnover, defective transport, fragmentation and 
cell death mediated by activation of the apoptotic cascades upon cytosolic release 
of cytochrome c and other pro-apoptotic mediators (Figure 9) [107-114].  
Figure 9: Mitochondrial dysfunctions are associated with several genes related to 
neurodegenerative disease. Impairment of mitochondrial functions and activity leads to 
increased production and accumulation of ROS, mtDNA mutations accumulation, cytochrome c 
release with subsequent apoptosis activation, cell death and neurodegeneration [115].  
Therefore, mitochondrial biology holds a central role in the neurodegenerative 
disorders progression, hence net ROS turnover and energy supply are key events 
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to maintain a proper neuronal activity and cell survivor is strictly dependent on 
their integrity.  
2.4. Neuroinflammation 
Patient brains affected by many different chronic neurodegenerative 
disorders show increased levels of pro-inflammatory molecules as a consequence 
of immune response activation [116-122]. The immune response can be divided 
in innate and adaptive. In the central nervous system (CNS) the innate immune 
response is mediated by the resident macrophages called microglia. The main 
function of these cells is to contrast infections caused by bacteria or virus and 
remove necrotic and apoptotic cells [123]. The effector cells of the adaptive 
immune response are the T cells. Together with microglia, T cells can help to 
recover brain damage during neurodegeneration trough a mechanism that still 
remains unclear [124]. However, impeded microglia activity or persistent 
microglia activation leading to a systemic inflammation may contribute to 
neuronal damage (Figure 10).  
Figure 10: Microglia-mediated neuron damage. In response to disease-specific stimuli, such 
as protein aggregates, microglia can become deleteriously activated to produce a catalogue of 
factors, like ROS and cytokines that are toxic to neurons. Neuronal damage/death can also 
activate microglia to produce these toxic factors. This continual and self-perpetuating cycle of 
neuronal damage/death followed by microglial activation is commonly called reactive 
microgliosis and may be an underlying mechanism of the progressive nature of diverse 
neurodegenerative diseases [125].  
In normal conditions T cells activity is repressed by both microglia and neuronal 
cells, while activated microglia and damaged neurons lose the ability to suppress 
the inflammation response [126]. The innate immune response cells recruit the 
adaptive immune cells by secreting various cytokines and by expressing co-
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stimulatory molecules. Not only micro-organisms but also endogenous signals 
coming from damaged or stressed tissue (danger-associated molecular patterns, 
DAMPs) can activate the immune response within the CNS interacting with the 
Tool-like receptors (TLRs) expressed by the microglia cells [127]. Some 
DAMPs, including heat shock proteins, chromatin, ATP and modified or 
misfolded proteins have adjuvant and pro-inflammatory activity [128]. Notably, 
both ASYN monomers and tau oligomers are able to induce microglia activation 
and T cells proliferation [129,130]. Moreover, microglia does not appear to be 
involved in the removal of protein aggregates or degenerating synapses despite 
its phagocytic potential [131,132] and preventing the microglia proliferation 
leads to a delay in the onset behavioural symptoms and prolonged survivor [133]. 
Animal models of chronic neurodegeneration to deeply study the effects of a 
persistent inflammation are still missing. However, in the murine prion disease 
characterized by the accumulation of misfolded protein, microglia is persistently 
activated as a result of many factors which may include loss of inhibitory contact 
with neuronal ligands, accumulation of misfolded proteins, presence of neuronal 
debris and other unidentified routes [134]. It is clear that systemic inflammation 
is a contributor factor in neurodegeneration [135], thus the use of anti-
inflammatory drugs might be a reasonable therapeutic approach to contrast the 
disease progression.  
2.5. Neuronal Loss 
Impaired intra–extra cellular processes are the prelude of neuronal cell 
death in chronic neurodegenerative diseases. Many evidences of activated 
programmed cell death (PCD) pathways have been collected from post mortem 
brain analysis of patients affected by neurodegeneration [136-139]. PCD plays an 
important role in the development of nervous system and three different forms of 
PCD have been described: apoptotic, autophagic and cytoplasmic [140-143]. 
These different pathways are activated in response to critical events and 
neurodegenerative diseases are associated with insults able to activate suicide 
mechanisms such as accumulation of misfolded proteins, DNA damage, ER 
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stress, inflammation or mitochondria damage [144]. Apoptotic pathways are 
largely investigated in neurodegeneration, in particular in diseases characterized 
by the accumulation of misfolded protein aggregates (Figure 11).  
Figure 11: Apoptotic pathways. Three distinct mechanisms are known to trigger apoptotic 
activation: (1-extrinsic) a death receptor–ligand mediated pathway, (2-intrinsic) a 
mitochondrial pathway involving the production of active caspases and (3-ER mediated) an 
endoplasmic reticulum-mediated pathway [144].  
The ER is the central organelle for the biogenesis and trafficking of membrane 
and secretory proteins. It primarily serves as a cellular adaptive mechanism, 
activating cellular pathways that increase the chaperones mediated protein-
folding capacity and reducing the protein influx into the ER by inhibiting gene 
expression at multiple levels [145]. Proteins that fail to achieve proper 
conformation are removed from the ER through the ERAD process [146]. 
Accumulation of misfolded proteins, inhibition of protein degradation or other 
insults to the ER lead to ER stress, which activates the unfolded protein response 
(UPR) [147]. Prolonged ER stress or defective UPR mechanisms, result in the 
activation of apoptotic suicide mechanisms contributing to the progression of 
neurodegenerative pathologies associated with misfolded proteins [9,91,93,148-
150]. Misfolded proteins are also able to aggregate in oligomers and fibrils that 
interact with many critical cellular targets related to PCD activation. For 
instance, the disease associated ASYN and Aβ proteins are both able to promote 
cell death through apoptosis and flogistic processes activation [151-156]. 
Autophagic PCD represents another important aspect linked to cell death in 
neurodegenerative disorders. It was initially described as a cell death mechanism 
but in the latest years many studies revealed how this pathway is essential for 
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survival when cells are exposed to a wide variety of stress insults including 
nutrient deprivation, growth factor withdrawal, oxidative stress, infection, and 
hypoxia [157]. Besides the autophagy pro-survivor function, a persistent 
activation of this pathways leads to cell death by initiation of a self-digestion 
process. In progressive neurodegenerative disorders the aggregation and 
accumulation of misfolded proteins in intra and/or extra cellular aggregates 
correlates with an abnormal accumulation of intracellular autophagic vacuoles 
(AVs)—index of impaired autophagy—in degenerating cells. The direct 
contribution of the disease related Aβ or tau proteins to impaired autophagy is 
still under investigation, however impaired autophagy initiation in AD brains has 
been described [158] and in neurodegenerative models autophagy inhibition 
leads to intracellular Aβ accumulation [159]. Moreover, a defective lysosomal 
clearance of autophagic substrates due to impaired transport of AVs to lysosomes 
in association with NFTs deposits has been also established [160,161]. 
Duplication or triplication of the SNCA locus gene is sufficient per se to cause 
PD [64] and ASYN overproduction directly impairs autophagy blocking the 
formation of omegasomes which are the autophagosome precursors [162]. 
Specific ASYN post-translational modifications and mutations are also able to 
inhibit the CMA pathway by blocking the substrate internalization into the 
lysosome and thus the subsequent degradation [163,164]. Moreover, an indirect 
autophagy inhibition has also been revealed in the autosomal-recessive form of 
early-onset PD related to impaired mitochondria turnover [165,166]. Hence, 
impaired autophagic response might render cells more sensitive to stress 
conditions inducing cell death [167,168]. In general, complex relationships 
between autophagy and cell death have been described and in neurodegenerative 
disorders the specific factors that make autophagy neuroprotective rather than 
neurotoxic or how impaired autophagy leads to cell death are still enigmatic.  
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3. The Role of ASYN in Neurodegeneration
3.1. ASYN Structure and Function 
The SNCA gene is located on chromosome 4q21 and encodes for a 140 
amino acid protein called ASYN. ASYN has been defined as “natively unfolded” 
because it does not have a defined secondary structure in aqueous solution, 
although it can assume a α-helical secondary structure upon binding to negatively 
charged lipids such as the phospholipids present on cellular membranes [169]. 
The ASYN protein can be divided in three distinct regions: A) amino terminus 
region, from 1 to 60 amino acid residues, containing the apolipoprotein lipid-
binding motifs, which forms the α-helical structure, B) central hydrophobic 
region, from residues 61 to 95, also called non-Aβ component (NAC), which 
confers the β-sheet potential and C) carboxyl terminus region, negatively charged 
and unfolded prone (Figure 12) [170].  
Figure 12: ASYN protein structure and disease-related mutations. The peptide structure 
can be divided in three main regions, A) amino terminus region, B) NAC region, necessary for 
aggregation and C) carboxyl terminus region.  
Two different ASYN alternative transcript variants exist but their physiological 
role remains unclear [171-173]. The synuclein family group includes ASYN 
together with β-synuclein and γ-synuclein and all of them are mainly expressed 
in the brain, generally localized in the presynaptic terminals. The protein 
structure is similar for all, except for ASYN which is the only one possessing the 
NAC region [174]. Some evidence exists about the role of β and γ-synuclein in 
neurodegeneration [175-177], but a detailed characterization to further assess 
their potential contribution to neurodegenerative disease progression is still 
needed. ASYN is highly expressed in the CNS accounting for about 1% of total 
cytosolic proteins and it is actively transported from the cell body, along axons, 
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to synaptic termini [178,179]. Small amounts of ASYN protein have been 
detected also in glial cells [180], while abundant amounts of ASYN protein are 
detectable in erythrocytes and platelets but the physiological function exerted in 
these cells remains unknown [181]. During the neuronal cell development ASYN 
expression is progressively induced depending on the neuronal phenotype, 
however ASYN localizes to the presynaptic terminals only in a later stages of 
synaptic development, while it is absent when they first form [182-184]. 
Moreover, ASYN expression is modulated in critical conditions altering the 
synaptic plasticity or leading to injury [183,185,186], it is implicated in the size 
regulation and amount of the presynaptic vesicular pool and might have a 
chaperone activity to other presynaptic membrane proteins [187-189]. The main 
function of ASYN appears to be the control of neurotransmitter release by a 
chaperone-like function, in synergy with CSPα, in the assembly of SNARE 
complex (Figure 13) [188,190]. 
Figure 13: Role of ASYN and CSPα in the synaptic vesicle cycle. a) Binding of the carboxyl 
terminus of ASYN to the amino terminus of synaptobrevin (VAMP) primes subsequent SNARE 
complex assembly. b) Binding of Hsc70 to SNAP-25 recruits SGT and CSPα to form a 
chaperone machine that promotes a SNAP-25 conformation compatible for SNARE complex 
formation. c) SNARE complex assembly drives membrane fusion and neurotransmitter release 
[191]. 
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The SNARE proteins (Soluble NSF (N-ethylmaleimide-sensitive fusion protein) 
Attachment protein REceptor) consist of more than 60 members and are essential 
for the fusion of synaptic vesicles with the presynaptic membrane [192]. In 
neuronal cells the formation of the assembled complex is a critical step to 
mediate the neurotransmitter release through interactions between SNARE 
proteins localized on vesicles and those on target membranes [193]. Besides the 
regulation of neurotransmitter release, because of its membrane binding ability 
and association with synaptic vesicles, it is possible to assume that ASYN might 
be also involved in endo or exocytosis mechanisms, essential for neuronal 
function and survival.  
3.2. ASYN Implications in Neurodegenerative Diseases 
The term synucleinopathies regroups different neurodegenerative 
disorders characterized by the presence of insoluble fibrillary aggregates of 
ASYN protein, called LB. The distribution of the pathology at the cellular and 
regional level is different in each disease. This group of disorders includes PD, 
many cases of AD (called LB variant of AD), multiple system atrophy (MSA), 
DLB, neurodegeneration with brain iron accumulation (NBIA) type I, pure 
autonomic failure (PAF) and a subtype of essential tremor [194,195]. In most 
cases, synucleinopathies are sporadic diseases caused by multifactorial processes 
in which genetic, environmental and lifestyle factors culminate in overall risk 
[196,197]. The first link between PD and genetic defects was proved in 1997 
when the mutation G209A in the SNCA gene, resulting in an A53T amino acid 
change in the ASYN protein, was associated with autosomal-dominant familial 
cases of early-onset PD in Italian and in some Greek kindred [198]. Later, two 
more mutations in the SNCA gene corresponding to A30P and E46K amino acid 
changes [199,200], together with duplication or triplication of the SNCA locus 
and Rep1 microsatellite expansion, were associated with autosomal-dominant 
forms of familial PD [64,201-203]. 
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3.2.1. ASYN Expression 
The correlation between ASYN protein levels in synucleinopathies 
pathogenesis arises from the association of SNCA gene duplication or triplication 
and REP-1 polymorphisms, which leads to increased SNCA transcriptional 
activity, with familial forms of PD. Little is known about the mechanisms 
involved in SNCA transcription regulation. Recently, a signalling pathway 
involving the ERK/PI3 kinases that mediates the SNCA transcriptional activity 
has been identified [204,205]. Is has also been reported an ASYN-mediated 
sequestration from the nucleus of the methylation factor Dnmt1 leading to 
decreased SNCA methylation and enhanced transcription creating a feed-forward 
loop [206]. Epigenetic factors are also involved in SNCA transcription regulation 
and abnormal SNCA gene methylation, causing enhanced SNCA expression, has 
been observed in PD brains [207,208]. Familial point mutations in the SNCA 
gene are also involved in SNCA expression. It has been observed that the 
expression of mutant alleles is suppressed over time through mechanisms 
involving histone methylation and in particular the presence of the A53T 
mutation enhances the expression of the wild-type allele in a compensatory 
manner. Nevertheless, the total levels of ASYN mRNA are above the normal 
controls suggesting, in this case, that enhanced wild-type ASYN expression is 
responsible for the disease [209-211]. Moreover, in synucleinopathy models, 
when ASYN is phosphorylated in S129 it preferentially localizes to the nucleus, 
reducing the histone acetylation affecting the general mechanisms of gene 
transcription and promoting neurodegeneration [212-214]. There is a general 
agreement that ASYN causes neurodegeneration through a gain-of-function when 
it exceeds a certain level. Concordantly, ASYN protein levels are increased in the 
substantia nigra of aging brains and a significantly increased SNCA expression 
was observed in surviving nigral neurons coming from PD brains [215,216]. 
However, in synucleinopathies models, neurotoxic effects can occur upon a 
severe reduction of ASYN protein levels [217,218]. Hence, the loss-of-function 
as consequence of the endogenous ASYN sequestration by oligomerization and 
inclusions formation causing neuronal damage and in particular, impaired 
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synaptic neurotransmitter release, might be involved in synucleinopathies 
progression as well. 
3.2.2. ASYN, Aggregation Mechanisms and Clearance 
The presence of LB in synucleinopathies is the final step of ASYN self-
aggregation process, which starts with intracellular ASYN accumulation and 
gives rise to dystrophic neurites, defined as aberrant neuritic sproutings, swollen 
dendrites, and/or swollen axons [219]. The aggregation process starts with the 
formation of soluble oligomeric forms of ASYN protein aggregates in β-sheet 
structure (protofibrils) that gradually become insoluble and evolve into fibrils 
forming mature LB (Figure 14), although the exact neurotoxic soluble and/or 
insoluble oligomeric species still remains to be identified. Persistently increased 
intracellular ASYN protein level can promote the formation of ASYN containing 
aggregates [220]. ASYN oligomerization is also enhanced by interaction with 
other proteins, fatty acids and post-translational modifications such as 
phosphorylation, oxidation, nitrosylation, glycation or glycosylation.  
Figure 14: Electron microscope pictures of ASYN aggregates. a-b) Protofibrils round or 
elliptical shaped. c-d) Fibrils in β-sheets structure amyloid like. e-f) Round shaped LB inclusions 
ASYN containing (ASYN immunohistochemistry is indicated by the arrow in e) [221].  
21
Phosphorylation is the most studied modification as in LB there is a conspicuous 
amount of ASYN hyperphosphorylation at S129 [222]. The effects of S129 
hyperphosphorylation on ASYN aggregation and cytotoxicity are still 
controversial [223-227] but currently it seems that hyperphosphorylation in 
S129, together with S87, occurs mainly in mature LB [228]. Besides, ASYN 
phosphorylation in these specific epitopes leads to reduced axonal transport 
speed, as observed for the A30P and A53T mutants, which is a plausible 
explanation for the formation of perikaryal and neuritic aggregates [179]. ASYN 
oxidation is another important modification causing oligomerization. Metal ions, 
dopamine and mitochondrial dysfunctions leading to increased ROS levels all 
drive to ASYN oxidation and oligomerization [229-235]. ROS are also 
associated with the peroxidation of cellular membrane lipids and lipoprotein. One 
of the most important products of lipid peroxidation implicated in the 
pathogenesis of many neurodegenerative disorders is the highly reactive 
aldehyde 4-hydroxy-2-nonenal (HNE) [236-239]. ASYN oxidation mediated by 
HNE generates toxic stable soluble oligomers and inhibits their conversion into 
insoluble fibrils supporting the soluble oligomers toxicity theory [240]. ASYN 
nitration, similarly to oxidation, induces comparable effects promoting fibril 
formation and within the LB there is an extensive accumulation of nitrosylated 
ASYN [241,242]. Another significant ASYN modification is the carboxyl 
terminus truncation that generates aggregation-prone fragments [243,244]. 
Calpain is one of the most important calcium-dependent enzymes involved in the 
ASYN cleavage, both proteins localizes at the presynaptic terminals [245,246] 
and increased intracellular calcium influx mediated by ASYN oligomers could 
generate a feed-forward loop between calpain-mediated ASYN cleavage and 
oligomeric species formation [247,248]. ASYN oligomerization can also occur 
upon interaction with other proteins or fatty acids. The most notable protein-
protein interactions are with tau and synphilin-1 that directly promote ASYN 
aggregation enhancing the formation of insoluble inclusions [249-251]. 
Polyunsaturated fatty acids interact with ASYN as well, enhancing 
oligomerization and neurotoxicity [252,253] and sequestration of the arachidonic 
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fatty acid away from the SNARE complex by ASYN has an inhibitory effect on 
neuronal transmission [254]. In synucleinopathy models based on ASYN variants 
lacking the NAC region, essential for aggregation, no toxic effects have been 
reported [255]. Moreover, protective effects have been observed in 
synucleinopathy models upon treatment with reagents preventing or neutralizing 
ASYN oligomers [256,257] and upon overexpression of heat shock chaperones 
which assist the refolding of aggregation prone proteins [258,259]. Thus, 
contrasting the formation of cytotoxic ASYN oligomeric species might be a 
plausible therapeutic approach to treat patients affected by synucleinopathies. 
Within the cellular environment the appropriate intracellular protein turnover is 
maintained by the UPS, CMA and macro-autophagy pathways, all involved in 
ASYN degradation. Soluble unfolded ASYN monomers are targeted for the UPS 
system and the CMA, whereas ASYN oligomers and ASYN containing 
aggresomes are targeted for macro-autophagy and lysosomal degradation 
[164,260-262]. LB are mainly composed by highly ubiquitinated ASYN protein, 
but also proteasomal subunits, ubiquitinating and de-ubiquitinating enzymes and 
proteasome activators are abundantly present in these aggregates, asserting an 
involvement of the UPS pathway in the clearance of ASYN [263-267]. The first 
evidence of UPS impairment was observed in the substantia nigra of PD brains 
where the proteasomal activity was significantly decreased in comparison with 
age-matched controls [268,269]. This evidence correlates with decreased gene 
expression of several proteasomal subunits only in the substantia nigra and in the 
cortex of patients, while in other brain regions the expression was unchanged or 
even increased [268,270-273]. In synucleinopathy models a direct inhibitory 
effect of ASYN on proteasome activity has been reported in a wide number of 
studies. Persistently increased intracellular ASYN protein levels leads to 
impaired proteasome function creating a vicious circle between UPS impairments 
and ASYN accumulation [154,274-280]. Besides, induced proteasome inhibition 
elicits a dose-dependent neurodegeneration with formation of ubiquitin and 
ASYN positive inclusions [281-283] and acute UPS inhibition was shown to 
induce compensatory clearance pathways by up-regulating autophagic flux 
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[284,285]. Moreover, by genome wide association studies (GWAS), mutations in 
PARK2 (an E3 ligase also involved in the proteasome activity) and PARK5 (an 
ubiquitin hydrolase) represent a risk factor for monogenic forms of PD [74,286]. 
However, some patients exhibit a normal or enhanced proteasome activity in the 
brain regions affected by the presence of LB, suggesting that region-specific 
perturbation of proteasome function is unlikely to explain the cause of 
neurodegeneration [287,288].  
Together with the UPS system, CMA and macro-autophagy are the two 
compensatory pathways involved in the ASYN clearance that ends with the 
degradation of the targeted proteins inside the lysosomes. In CMA the lysosome 
internalization of targeted proteins occurs via the lysosomal-associated 
membrane protein LAMP-2A receptor [95-97]. Mutant A53T and A30P ASYN 
were shown to strongly bind the CMA receptor LAMP-2A but unable to be 
internalized for degradation, thus acting as CMA inhibitors [163]. A similar 
inhibitory effect on LAMP-2A occurs upon dopamine-induced conformational 
changes in wild-type ASYN [164]. However, contrasting results exist in relation 
to the levels of the CMA receptor LAMP-2A. These were found to be reduced in 
the substantia nigra and amygdala of PD patients and increased in the temporal 
cortex of DLB patients [289,290]. Defective CMA was also observed in familial 
PD patient’s brains carrying mutant LRRK2 protein which interfere with the 
organization of the CMA translocation complex that could results in ASYN 
accumulation and other PD related proteins degraded by this pathway [291]. On 
the other hand, the involvement of macro-autophagy in synucleinopathies was 
first proved by ultrastructural examination of neurons in the substantia nigra of 
PD patients revealing accumulation of AVs, which is consistent with either 
overproduction or impaired vacuoles turnover [292]. This finding was supported 
by increased autophagosome markers and decreased lysosomal markers in 
degenerating neurons, validating the presence of abundant and dysfunctional 
autophagosomes [289,293-297]. Persistent increased intracellular ASYN levels 
are able to inhibit macro-autophagy in a very early stage, blocking the formation 
of omegasomes, which are the autophagosome precursors, via Rab1 inhibition 
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and Atg9 mislocalization [162]. Moreover, lysosomal dysfunctions also affect the 
secretion of ASYN via exosomes [298], which could have implications for the 
cell-to-cell spreading and disease progression [299]. Collectively, all these 
findings show the ability of ASYN to inhibit all the clearance pathways involved 
in the maintenance of a proper intracellular protein turnover, an impairment that 
might be crucial in the pathology progression. Thus, restoring the proper PQC 
system activity could be a plausible approach to arrest or reduce the disease 
spreading. 
3.2.3. ASYN and ER/Oxidative Stress 
In synucleinopathy models, ER stress together with Golgi fragmentation 
leading to cell death is an early event that occurs in concomitance with the 
appearance of ASYN soluble oligomeric species [300,301], arguing that the 
primary target of ASYN-mediated neurotoxicity might be the ER-Golgi 
compartment. The ER-to-Golgi trafficking seems to be impeded through a direct 
ASYN-mediated mechanism, blocking the vesicle docking and fusion at a pre-
Golgi step and inhibiting the assembly of the ER/Golgi SNARE complex 
[302]. The proteins involved in the ER-to-Golgi vesicular trafficking (RABS) 
resulted to be the major class of modulators of ASYN toxicity [303]. 
Hence, in synucleinopathy models overexpression of RABS involved in 
the synaptic vesicular functions, in particular RAB1, prevent the 
dopaminergic toxicity to which neurons are very sensitive [304,305].
The degeneration of dopaminergic neurons in the substantia nigra correlates with 
impaired mitochondrial activity leading to increased oxidative stress and 
consequent cell death. Accumulation of point mutations and deletions in mtDNA, 
causing mitochondrial dysfunctions, have been observed in the brain of 
PD patients [306], while several mtDNA polymorphisms and haplotypes 
are associated with the risk of PD onset [307]. In synucleinopathy models 
ASYN directly interacts with the inner mitochondrial membrane causing 
mitochondrial fragmentation, activity impairment, increased ROS production 
and cell death due to the activation of the apoptotic cascade mediated by the 
mitochondria release of cytochrome c [156,308,309]. Moreover, by GWAS 
studies, mutations in genes 
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required for the mitochondrial activity causing mitochondrial dysfunctions are 
associated with familiar forms of PD [310]. In detail, parkin and PINK1 proteins 
are associated with the mitochondrial outer membrane and prevent cell death by 
inhibiting cytochrome c release and caspases activation [311,312], mutations or 
deficiency cause oxidative stress, selective complex I impairment and altered 
synaptic functions [313]. DJ-1 is mostly localized in the cytosol, but also in the 
nucleus and associated with mitochondria [314]. Its biological implications are 
extremely diverse, it can act as a negative apoptosis regulator [315] or a potential 
ROS scavenger sensor activating neuroprotective pathways [316]. Mutations in 
DJ-1gene are associated with increased oxidative stress and apoptosis [317]. 
HTRA2 is a mitochondrial quality control protein and when released in the 
cytosol acts as a pro-apoptotic factor [8], mutations induce mitochondria swelling 
and decreased membrane potential [318]. Finally, LRKK2 is a protein largely 
present in the cytoplasm but also associated with the mitochondrial outer 
membrane. PD patients carrying the G2019S mutation exhibit reduced 
mitochondrial membrane potential and total intracellular ATP levels 
accompanied by increased mitochondrial elongation and interconnectivity [319], 
suggesting an important role in the regulation of mitochondrial homeostasis. 
Furthermore, specific inhibitors of the mitochondria complex I transport chain, 
such as pesticides and MPTP (1-methyl-4-phenyl-1,2,3,6-teteahydropyridine), 
are also able to induce neurological changes similar to PD, reconfirming the key 
role of mitochondria activity and oxidative stress in the disease progression 
[310]. Hence, restoring the normal mitochondrial activity might be helpful to 
contrast the progressive neuronal loss observed in patient brains. 
3.2.4. ASYN, Cytoskeleton and Synaptic Activity 
The cytoskeleton is a cellular scaffold composed by a network of 
microtubules and plays important roles in both intracellular transport, such as the 
movement of vesicles and organelles, and cell division. ASYN has been shown 
to bind and modulate actin polymerization, thus indirectly affecting intracellular 
trafficking [320]. A direct interaction between ASYN and microtubules has been 
reported in many studies [321] but weather this interaction leads to enhanced or 
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decreased tubulin polymerization is still unclear as conflicting results have been 
reported [322,323]. An indirect negative effect on tubulin polymerization can be 
related to increased ASYN-mediated tau phosphorylation leading to defects on 
the microtubular network assembly [324,325]. Notably, in the case of tubulin 
depolymerisation, free tubulin monomers are able to initiate and promote ASYN 
fibrils formation [326]. In this context, axonal transport defects preceding 
neurodegeneration can be also related to ASYN-mediated abnormal cytoskeleton 
assembly as shown in synucleinopathies models [327].  
Given the physiological role of ASYN in the regulation of neurotransmitter 
release, many models have been created to study the synaptic effects of ASYN-
induced neurotoxicity. The pathological repercussions reported describe a 
general impairment in the neurotransmitter release pathway preceding the 
synaptic and neuritic degeneration. In detail, ASYN overexpression was 
associated with loss of presynaptic proteins, decreased neurotransmitter release, 
redistribution of SNARE proteins, swelling of synaptic vesicles and inhibition of 
vesicle recycling [327-330]. Still, the exact cascade point in which ASYN 
initiates its neurotoxicity is still unknown. However, since the synaptic 
neurotransmitter release is a calcium-dependent mechanism, increased 
intracellular calcium influx mediated by the ASYN oligomers that form pores in 
the cellular membrane might be the starting point [247,248]. In a similar manner, 
synaptic vesicles can be damaged by ASYN oligomers causing cytosolic 
neurotransmitter release that could lead to increased oxidative stress and cell 
death [331,332]. Here, again, cells undergo a self-feeding cascade between 
ASYN oligomers, axonal transport defects, calcium perturbation and cytosolic 
neurotransmitter leakage leading to neurodegeneration. Moreover, as mentioned, 
the calcium-mediated calpain activation that originates carboxyl terminus 
truncated aggregation-prone ASYN fragments could enhance this potential 
vicious circle. 
3.2.5. ASYN Cell-to-Cell Propagation 
Initially ASYN was thought to be an intracellular protein, but now it is 
well known that it can be secreted and uptaken by neighbouring cells. The 
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secretion mechanisms are still unclear but appear to occur via a non-classical 
secretory pathway through exosomes release upon calcium influx [333-335]. On 
the other hand, ASYN uptake is dependent on cell type and on ASYN species. 
Oligomeric ASYN aggregates appear to be easily taken up acting as seeds for the 
fibrillization of endogenous monomers [247,336-338] supporting the “prion-like 
propagation” theory. Interestingly, ASYN propagation has been associated with 
mitochondrial dysfunction as upon intragastric pharmacological inhibition of 
mitochondria complex I,ASYN gradually spreads from enteric cells to neuronal 
cells [339], consistent with early enteric ASYN pathology in PD patients and in 
vivo models [340,341]. Importantly, secreted ASYN can induce inflammatory 
response by glial cells causing cell death and thus enhancing the 
neurodegeneration [342-344]. 
3.3. ASYN Physiopathology in Yeast Models 
Yeast models are largely used to study ASYN induced cell death. The 
yeast S. cerevisiae does not possess any ASYN ortholog, nevertheless this 
organism results to be a powerful tool to uncover important aspects for the 
physiopathology of synucleopathies. The binding of ASYN to the yeast plasma 
membrane is mediated by the interaction between the detergent-resistant 
membrane domains, known as lipid rafts, and the N-terminal ASYN region, 
containing the apolipoprotein lipid-binding motifs. This interplay is fundamental 
for the subsequent inclusions formation, which occurs between the ASYN central 
hydrophobic regions (NAC) interaction [347-351]. Hence, mutations that disrupt 
the N-terminal α-helix formation, such as the ASYN diseased related A30P 
mutant or other mutations that prevent the N-terminal acetylation, preclude the 
membrane interaction and the following self-aggregation process [348-350]. 
When expressed in yeast, the human wild-type ASYN and the mutants A53Tor 
E46K are delivered to the plasma membrane trough the secretory pathway where 
they begin to accumulate [345,346]. The aggregation process starts with the 
appearance of small nuclei that continue to grow over time and then translocate 
to the cytoplasm forming larger aggregates [345,347]. Because of its decreased 
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membrane binding ability, the A30P mutant is mainly diffused in the cytoplasm 
and does not form any inclusions. However, it can be forced to produce 
intracellular aggregates by increasing the lipid synthesis or providing the 
necessary seeds by co-expression with the wild-type ASYN [346]. Moreover, 
some of these larger inclusions are Thioflavin-S positive indicating an 
aggregation status in β-sheets similar to the LB in PD brains, whereas other 
inclusions represent ASYN induced aggregates of cytoplasmic vesicles (Figure 
15) [305,347,348].
Figure 15: A) Expression of α-synuclein in the yeast S. cerevisiae. A) At the beginning, 
wild-type ASYN starts to bind the plasma membrane, small nuclei associated to the plasma 
membrane start to appear after 12 hours that continue to grow over time forming bigger 
cytoplasmic inclusions. B) A30P mutant is located in the cytoplasm and can form inclusions on 
the nuclei provided by wild-type ASYN. C) Thioflavin-S staining confirms the presence of β-
sheeted ASYN aggregates [349]. 
The exact mechanism that initiates ASYN self-aggregation process is still 
unclear and besides the membrane binding ability it might involve other post-
translational modifications such as phosphorylation, nitration or C-terminal 
truncation [242,350-352]. In addition, enhanced oxidative stress seems to trigger 
ASYN oligomerization [353]. In S. cerevisiae cytotoxic effects have been 
observed upon expression of the human wild-type ASYN and the A53T or A30P 
mutants [354], while cytotoxic effects caused by the expression of the E46K 
mutant have been reported only in S. pombe [346]. In yeast models the ASYN 
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mediated cytotoxicity seems to be more dependent on the genetic background, 
the expression levels and the membrane binding capacity rather than on the 
inclusions formation, as in some strains the presence of intracellular aggregates 
does not affect the cell growth ability [347,354-356].  
As observed in PD patient’s brains, the cytotoxic effects mediated by the 
expression of the human ASYN in yeast models are related to vesicle trafficking, 
PQC system defects, oxidative stress enhancement and cell death. To reach the 
plasma membrane from the nucleus through the secretory pathway, the first 
intracellular yeast compartment encountered by ASYN protein is the ER. The 
earlier outcome due to ASYN expression is a block in the ER-to-Golgi vesicular 
trafficking that causes ASYN accumulation within the ER and impaired docking 
and fusion of ER-derived vesicles to the Golgi membrane [304]. The 
consequence of this block is the accumulation of ER-derived vesicles near the 
plasma membrane and defects in the ER retro-translocation of misfolded 
cytoplasmic proteins for proteasomal degradation through the ERAD process 
causing ER stress and PQC impairment [304]. Furthermore, additional toxicity is 
given by hindered endocytosis and secretory pathways because of the obstruction 
of post-vesicles internalization and vacuoles fusion defects [354,357]. The 
involvement of PQC molecular chaperones has been observed using yeast strains 
lacking individual chaperones where the inclusion formation was enhanced when 
compared with the wild-type strain [357]. Results were further reconfirmed in 
other studies showing a protective effect against ASYN induced cytotoxicity by 
chaperones overexpression or pharmacological activation of the heat-shock 
response [309,345,358], resembling the results obtained in other 
synucleinopathies models [259,359-361]. Notably, in yeast cells, ASYN 
expression itself is able to induce the transcription of heat-shock proteins, 
however this induction is not strong enough to be protective when compared with 
the response triggered by thermal stress or pharmacological treatments [345]. An 
involvement of the UPS in yeast models was already evident in the first study of 
yeast PD model, since many ASYN intracellular inclusions were ubiquitin 
positive and proteasome impairment was also observed to be related with ASYN 
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overexpression [354] as the result of an altered proteasome composition in 
addition to a general decreased protein synthesis [274]. The UPS involvement 
was then reconfirmed using specific proteasomal inhibitors or proteasomal 
mutant yeast strains proving that proteasomal inhibition correlates with an 
enhancement of ASYN accumulation and inclusions formation [345,347,355]. To 
compensate the UPS failure or insufficient proteasomal activity, misfolded 
proteins are processed by the autophagic pathway and in yeast, like in 
mammalian cells, the activation of autophagy by the TOR inhibitor rapamycin 
leads to a significant reduction of ASYN inclusions [347]. Therefore, contrasting 
results exist about the role of autophagy in ASYN yeast models as other studies 
reported an increased ASYN mediated cytotoxicity upon autophagy induction by 
rapamycin, probably due to increased levels of soluble toxic ASYN conformers 
[362]. Oxidative stress and cell death are other important aspects of PD 
physiopathology successfully replicated in yeast models. Metal ions are one of 
the major risk factors for PD onset because their ability to induce oxidative stress 
and oligomerization of ASYN [363]. In yeast cells expressing ASYN the 
treatment with ferrous ions leads to increased cytotoxicity related to increased 
inclusions formation and oxidative stress markers such as ROS [347,364] 
together with ASYN-mediated release of typical yeast apoptotic markers such as 
cytochrome c and phosphatidylserine [309]. Taken together, all these results 
summarize a self-amplifying killer loop between ER stress, oxidative stress and 
cell death mediated by ASYN expression that make yeast models a powerful tool 
to identify compounds and genes for potential therapeutic intervention. 
4. The Role of Tau in Neurodegeneration
4.1. Tau Structure and Function 
Tau protein, alias Microtubule Associated Protein Tau, is encoded by the 
MAPT gene located on chromosome 17q21 and consisting of 16 exons 
[365,366]. Tau is a natively unfolded protein especially expressed in neurons 
where its main function is the stabilization and assembly of microtubules (MT) 
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through a direct binding with the tubulin protein [367]. In the CNS six tau 
isoforms exist because of alternative splicing of exons 2, 3 and 10. These 
isoforms differ by the presence or absence of one or two acidic inserts at the N-
terminal domain (exons 2 and 3), and by whether they contain three or four 
repeats (exon 10) of a conserved tubulin binding motif at the C-terminal region 
(figure 16) [366,368].  
Figure 16: Representation of the six different tau isoforms in the central nervous system 
and their amino acid lengths.  
The microtubule binding domain (MTBD) is the region in charge of binding to 
MT. The isoforms with four repeats (4R) possess a higher binding affinity when 
compared to the ones with tree repeats (3R) and in normal human brain the 3R 
and 4R-tau isoforms are equally expressed [369,370]. The binding affinity of tau 
for the microtubule (MT) is principally mediated by its serine/threonine 
phosphorylation status, while hyperphosphorylated tau is unable to interact with 
the MT and starts to self-aggregate [371,372]. Besides the binding properties to 
the MT, tau can also interact with actin affecting its polymerization and thus 
modulating the interaction of actin with MT to achieve the appropriate 
cytoskeleton assembly [373-375]. Given its physiological function in 
cytoskeleton polymerization, tau plays an essential role in maintaining the 
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appropriate cell morphology and, as the MT network is implicated in the axonal 
transport of molecules and organelles, impaired MT assembly can have important 
repercussions on the function and viability of neurons [376]. Moreover, tau can 
interact via its N-terminal region with the plasma membrane and with several 
proteins involved in the signal transduction, suggesting a dual role of tau both as 
substrate or activity regulator [377-381]. For instance, tau can be phosphorylated 
by the Fyn kinase acting as substrate but can also regulate the Fyn activity that is 
connected with the recruitment of both tau and Aβ within the lipids rafts [382- 
385]. Because of the large number of tau interactions implicated in many 
intracellular pathways, ranging from cell morphology to cell signalling, it is still 
hard to uncover the exact mechanisms that are responsible for tau misfolding, 
aggregation and cell death.  
In the last years several mutations in the MAPT gene have been discovered and 
associated with neurodegeneration. In 1994 the first dominant inherited form of 
frontotemporal dementia with parkinsonism linked to the chromosome 17q21-22 
(FTDP-17) was identified in the region containing the MAPT gene, characterized 
by the presence of tau inclusions in nerve cells and/or glial cells [386]. Later, in 
1998, the first mutation in the MAPT gene was discovered [387,388] and so far 
51 different mutations in the same gene have been identified and associated with 
FTDP-17 (Figure 17) [62].  
Figure 17: Pattern of identified mutations and respective exons in the MAPT 
gene associated with FTDP-17 [62]. 
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Mutations in the MAPT gene account for about 5% of all FTDP-17 cases and can 
be divided in two main groups. The first group includes the ones affecting the 
ability of tau to bind the MT promoting tau aggregation, while the second group 
includes the ones causing alternative mRNA splicing leading to an imbalanced 
ratio of 3R/4R tau isoforms, resulting in an overproduction of the 4R-tau 
isoforms [62]. In general, all these mutations seem not to affect the number or the 
position of tau phosphorylation sites suggesting that hyperphosphorylation is not 
the main toxic event in FTDP-17. However, some of them might be 
phosphorylated faster than the normal isoforms [389]. Notably the P301S 
mutation, that greatly reduces tau ability to promote MT assembly, can cause 
different syndromes in the same family e. g. frontotemporal dementia in the 
father and corticobasal degeneration in his son [390]. Furthermore, in the 
European descendent population the MAPT gene possesses two different 
polymorphisms identified by the inversion (H1) or non-inversion (H2) of ∼900 
Kb on chromosome 17q21, spanning the entire MAPT coding region [391,392]. 
By GWAS, the haplotype H1 represents a risk factor for a number of 
neurodegenerative diseases, such as the progressive supranuclear palsy, 
corticobasal degeneration and idiopathic PD [393-403]. On the other hand, the 
haplotype H2 is associated with increased expression of exon 3 suggesting a 
protective effect mediated by the insertion of this exon as the tau isoforms 
containing exons 2,3 and 10 show a decreased aggregation aptitude if compared 
with the tau isoforms containing exons 2 and 10 [404,405]. 
4.2. Tau Implications in Neurodegenerative Diseases 
The presence of NFTs mainly composed by hyperphosphorylated tau is a 
common hallmark in tauopathies, a group of several different neurodegenerative 
diseases of which AD, ALS and FTDP-17 are the most representative (Figure 
18). Tau phosphorylation status plays a central role in the tauopathies etiology 
which is characterized by abnormally hyperphosphorylated tau that gives rise to 
NFTs. Tau phosphorylation is regulated by several kinases and phosphatases 
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which are largely studied as potential targets for therapeutic intervention.
Figure 18: A-B) Neurofibrillary tangles made of tau protein (brown) in chronic traumatic 
encephalopathy (left) and in AD (right). C) Neurodegenerative diseases with tau inclusions 
[62].  
Two major groups of kinases are implicated in tau phosphorylation, the proline-
directed protein kinases (PDPKs) and the non-PDPKs. The first group includes 
glycogen synthase kinase 3 beta (GSK3B), cyclin-dependent kinase 5 (CDK5), 
MAPKs and stress-activated protein kinases (SAPKs). GSK3B and CDK5 are the 
most studied ones as both co-localize with MT and directly phosphorylate tau 
within the intracellular environment [406-411]. Hyperphosphorylation of tau by 
GSK3B inhibits tau mediated MT assembly and promotes the generation of 
potential toxic molecules [412-414]. Like GSK3B, hyperphosphorylation of tau 
by CDK5 promotes dimerization [415] and, interestingly, NFTs have been 
found in the brain regions containing elevated CDK5 activity [416,417]. Moreover, 
CDK5 is also able to affects tau phosphorylation status indirectly [418] which 
occurs, under particular conditions, via a CDK5-mediated inhibition of GSK3B 
[419]. Among the non-PDPKs group, the microtubule affinity regulating 
kinase (MARK) and the cyclic AMP-dependent protein kinase (PKA) are the most 
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important kinases. MARK and PKA phosphorylation motifs are within the tau 
MTBD, when these motifs are phosphorylated tau is released by the MT and the 
ability to self-assemble is decreased as well [420,421]. However, the free MT-
unbounded phosphorylated tau generated by MARK and/or PKA is the starting 
point for the formation of hyperphosphorylated tau forms. Thus, the 
phosphorylation of tau by MARK and/or PKA acts as priming for the 
subsequent action of CDK5 and GSK3B generating the hyperphosphorylated 
tau which is the main component of NFTs [422]. At the beginning it was 
proposed a correlation between neurodegeneration and the presence of NFTs, 
which were thought to be the primary cytotoxic source [423-425]. However, this 
theory is still under debate as contrasting results exist about the relation between 
cell death and NFTs [426], which may even represent a protective mechanism by 
which neuronal cells try to inactivate other toxic species [71,427]. 
4.2.1. Tau, Oxidative Stress and Clearance 
Besides the presence of intracellular protein aggregates, mitochondrial 
dysfunctions and oxidative stress are another important aspect of tauopathies. 
However, the direct repercussion of tau protein on mitochondrial activity is still 
elusive. What is known about the interaction between tau and mitochondria is 
that tau redistribution from the axons to the cell body, together with retrograde 
mitochondria transport and cell death, occurs upon treatment with mitochondrial 
complex I inhibitor [428]. The retrograde transport is a general process for the 
elimination of dysfunctional mitochondria by autophagy with subsequent 
increased ROS levels [429]. In this context it has been proved that increased 
oxidative stress results in hyperphosphorylated tau species resistant to proteolysis 
[430], thus the combination of hyperphosphorylation and oxidative stress can be 
the main event leading to the accumulation of tau aggregates.  
NFTs are mainly composed by hyperphosphorylated tau but also mono and poly-
ubiquitinated tau forms, ubiquitin and subunits of the E3 ubiquitin ligase 
complex [59,431-434], suggesting a role of the UPS in tau degradation. The first 
evidence of an UPS involvement on tau degradation was obtained in vitro by 
showing that tau can be directly processed by the proteasome without 
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ubiquitination [435]. However, in tauopathies models conflicting results have 
been produced regarding the UPS role in tau turnover. For instance, in some 
mammalian cell lines tau was described as a proteasome substrate [412,435-437]. 
On the contrary, in other cancerous cell lines and in primary neurons where 
proteasome inhibition correlates with reduced tau protein levels as consequence 
of constitutive macro-autophagy activation tau is not a substrate [438-442]. 
Therefore, different forms of tau might follow different pathways in the same cell 
line, full-length tau is degraded by proteasome while truncated forms are targeted 
by autophagy [443]. Moreover, hyperphosphorylated and oligomeric forms of tau 
result in proteasome inhibition [430,444] that could lead to a positive feedback 
loop which might accelerate the disease progression.
Macro-autophagy and CMA are the other two routes involved in tau clearance 
that ends with its degradation within the lysosomes. In tauopathy models, a 
reduction of tau protein levels has been observed upon pharmacological 
activation of autophagy with rapamycin [442,445,446]. On the other hand, in 
CMA, tau proteolysis occurs via a selective lysosome internalization through the 
lysosomal receptor protein LAMP-2A assisted by the molecular chaperone 
Hsc70 [438]. Some mutant forms of tau seem to be responsible for autophagy 
impairment, since a dramatic accumulation of autophagosomes and lysosomes 
arises in tauopathy models expressing the P301L, G272V or R406W mutant tau, 
creating a self-accumulation loop [447-449].  
4.2.2. Tau and Cell-to-Cell Propagation 
In human brains of tauopathies, misfolded hyperphosphorylated tau first 
starts to accumulate in the locus coeruleus and then begins to spread to the 
entorhinal cortex and other brain regions in an age-associated process with a 
relatively uniform distribution [450] suggesting a cell-to-cell propagation. This 
theory was reconfirmed in animal models where human wild-type tau isoforms 
were injected into mice brains causing the pathology diffusion from the injection 
site to the neighbouring brain regions without neurodegeneration up to 18 
months. In the same animals, upon injection of the P301S mutant tau a massive 
neurodegeneration was observed after 5 months, suggesting that the toxic tau 
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species are different from the spreading ones [451,452]. Despite the absence 
of the secretion signal sequence, monomeric tau has also been detected in the 
brain interstitial fluid and in the media of cultured neurons causing 
neurotoxicity by enhancing the intracellular calcium concentration 
[453-456]. Moreover, in several models, insoluble tau aggregates were taken up 
via macro-pinocytosis inducing the aggregation of endogenous cytoplasmic tau. 
Tau aggregates are also directly released into the extracellular environment, 
however the secretion mechanism is still elusive [457-464]. 
4.3. Tau Physiopathology in Yeast Models 
S. cerevisiae does not possess any tau protein ortholog. Nevertheless, its 
genome is highly conserved and yeast cells have proven to be a versatile tool to 
study disease-related molecular processes such as protein misfolding in the field 
of neurodegenerative disorders [349,465] or to identify novel therapeutic 
compounds [466]. In yeast models cytotoxic repercussions upon overexpression 
of the human tau protein have never been reported. However, yeast has been used 
to study the impact of tau phosphorylation status and oxidative stress concerning 
the aggregation process. To do this, two particular yeast strains were used to 
assess the role of Mds1 and Pho85, the orthologous in yeast of mammalian 
GSK3B and CDK5 respectively, in tau phosphorylation, in combination with 
several different antibodies against specific phospho-epitopes with pathological 
significance. Deletion of MDS1 leads to decreased amount of phospho-tau 
detected by AD2 and PG5 antibodies. This was an expected observation as the 
AD2 epitope (S396/404) is a direct target of GSK3B [467]. Since the PG5 
epitope (S409) is a direct target of PKA, and not of GSK3B, it has been 
hypothesized that Mds1 might affect phosphorylation at this site indirectly 
[468]. On the other hand, deletion of PHO85 resulted in increased phospho-tau 
levels recognized by AD2 and PG5 antibodies (Figure 19) in correlation with 
augmented amount of tau in the sarkosyl insoluble fraction, index of 
enhanced aggregation rate dependent on tau phosphorylation status [469].  
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Figure 19: Tau immunoreactivity panel in W303-1A yeast cells. Phospho-tau 
immunoreactivity detected by AD2 and PG5 antibodies decreased in ΔMDS1 and increased in 
ΔPHO85 yeast strains [465]. 
In this yeast model, the deletion of MDS1 and PHO85 affects tau 
phosphorylation status in opposite ways as observed in vivo, whereas CDK5-
mediated inhibition of GSK3B occurs under particular conditions [419]. 
Furthermore, like proven in tauopathy mammalian models [412-414], an inverse 
relation between MT binding and tau phosphorylation status was demonstrated, 
as hyperphosphorylated tau isolated from ΔPHO85 strain shows a decreased MT 
binding affinity when compared with the ones isolated from the wild-type and 
ΔMDS1 yeast strains [470].
To deeply investigate the relation between tau phosphorylation and its 
aggregation, several FTDP-17 related tau mutants were expressed in different 
yeast strains. Notably, the P301L and R406W mutants showed a significant 
reduction in the phospho-epitope S409 detected by PG5 antibody, in 
correlation with a decreased aggregation propensity. To further confirm the 
influence of phosphorylated tau at S409 on its aggregation process the 
synthetic tau-S409A mutant was then used. This mutant showed a significant 
reduction in the sarkosyl insoluble fraction together with a decreased AD2 
(S396/404) immunoreactivity when compared with the wild-type (2N4R) tau 
(Figure 20) [471]. Therefore, tau phosphorylation at PG5 and AD2 epitopes 
seems to be interdependent and phosphorylation at S409 might prime 
the subsequent phosphorylation at S396/404. The same is observed in AD 
brains, where phosphorylation at S409 is an early event leading to the formation 
of NFTs, in which hyperphosphorylation at S396/404 is a pathological feature 
[472].  
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Figure 20: Tau immunoreactivity and aggregation rate. The S409A mutant tau shows 
decreased AD2 immunoreactivity and decreased aggregation ability by sarkosyl fractionation 
when compared with the wild-type tau (2N/4R), both in ΔPHO85 and wild-type yeast strains 
[465].  
As previously described, some evidence also exists between oxidative stress, 
mitochondrial dysfunction and tau pathology. In yeast, the role of oxidative stress 
on tau aggregation has been investigated in specific mitochondrial deletion 
mutants or by adding Fe2+, which is a known oxidative stress inducer. In both 
cases, it a significant increase of tau in the sarkosyl insoluble fraction was 
observed, through mechanisms that are independent of its phosphorylation status 
[471]. Taken together, these results recapitulate many important features 
implicated in tau pathology, including hyperphosphorylation and aggregation. 
Thus, the yeast model represents a useful tool to further clarify the fundamental 
cellular processes involved in tau biology and pathology. 
5. ASYN and Tau in Neurodegeneration
5.1. ASYN and Tau Interactions 
LB and NFTs are hallmarks of synucleinopathies and tauopathies, 
respectively. However, in patients’ brains co-localization of ASYN within NFTs, 
which are mainly composed of tau protein, and co-localization of tau within LB, 
which are mainly composed by ASYN protein, was observed, suggesting that a 
synergistic neurotoxic effect might exist [473-478]. The first evidence of 
interaction between ASYN and tau was proven in 1999 when a direct binding 
between the two proteins was revealed [324]. The ASYN binding domain in tau 
is localized to the MTBD region, while the tau binding site in ASYN resides in 
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the acidic C-terminal region, in analogy to the tau binding acidic C-terminal 
region of tubulin (Figure 21). In the same study a competition between ASYN 
and tubulin for the MTBD in tau was also demonstrated, whereas MT-bound tau 
was unable to interact with ASYN [324].  
Figure 21: Schematic representation of the ASYN and tau 2N4R binding sites. The tau 
MTBD containing region and the ASYN C-terminal region are the sites responsible for the direct 
binding between these two proteins. 
The direct binding between these two proteins is abolished by the tau P301L 
mutation associated with frontotemporal dementia, while the ASYN affinity to 
tau is decreased by the ASYN A30P disease-related mutation [479,480]. The self 
oligomerization of ASYN and tau gives rise to the formation of LB and NFTs 
respectively. In vitro assays showed how co-incubation of tau 2N4R and wild-
type ASYN promotes the polymerization of both proteins in a time-dependent 
manner [250]. Similar results have also been reported in mammalian and animal 
models. In cells overexpressing the human tau 2N4R, recombinant prefibrillized 
ASYN seeds promote the formation of large round shaped intracellular 
aggregates, with LB-type morphology, composed of both ASYN and tau proteins 
[481]. Additionally, double transgenic mice co-expressing wild-type ASYN and 
P301L mutant tau show ASYN positive and tau positive inclusions in 
oligodendrocytes that are not observed when wild-type ASYN or tau P301L are 
solely expressed [250]. Since oligodendrocytes express very low levels of 
endogenous ASYN and tau proteins, the formation of amyloidogenic Thioflavin-
S positive pathological inclusions is due to the interaction of transgenic ASYN 
and tau proteins that facilitate and promote each other's fibrillization [250,481]. 
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Besides the ability of these two proteins to promote the fibrillization of each 
other, a synergistic cytotoxic effect upon co-expression of ASYN and tau has 
also been reported. In mammalian models of synucleinopathy, co-expression of 
tau enhances ASYN aggregation and toxicity increasing the number of ASYN 
inclusions per cell and reducing their size [482]. Likewise, in yeast, a synergistic 
cytotoxicity has been observed in cells that combine the expression of wild-type 
tau and wild-type ASYN or P301L mutant tau either with wild-type or A53T 
mutant ASYN [347].  
Tau phosphorylation status plays an important role in the etiology of all 
tauopathies. NFTs are characterized by the presence of hyperphosphorylated tau 
species and in many studies an ASYN-mediated effect on tau phosphorylation 
has been reported. ASYN is able to induce tau phosphorylation through indirect 
mechanisms increasing the activity of several kinases which are directly involved 
in the tau phosphorylation cascade. In detail, ASYN protein is able to enhance 
the activity of GSK3B, PKA and c-jun kinases (JNK) increasing the tau 
phosphorylation status and thus reducing its binding affinity for the MT, 
facilitating the formation of potential cytotoxic oligomeric species [324,481,483- 
485]. Moreover, there is an increasing evidence that genetic susceptibility 
contributes to the etiology of PD. Recently, GWAS confirmed that SNCA and 
MAPT (H1 haplotype) genes are two of the main common contributors to 
idiopathic PD [486-488]. Taken together, all these results reveal that the 
interaction between ASYN and tau (Figure 22) may be a relevant disease 
component that enhances the pathological cascade and spreads the neuronal 
damage in synucleinopathies and tauopathies. However, the molecular pathways 
by which these synergistic effect leads to neurodegeneration are still unclear. The 
development of new experimental models to shed light into the mechanisms 
involved in this synergistic toxicity mediated by ASYN and tau proteins will be 
useful to further understand the physiopathology of these devastating illnesses. 
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Figure 22: Schematic representation of ASYN and tau interactions. A) ASYN enhances the 
activity of different kinases involved in tau phosphorylation [324,481,483-485]. B) Co-expression 
of ASYN and tau leads to the formation of intracellular inclusions immunoreactive for both 
proteins [250,481]. C) In synucleinopathy models tau enhances ASYN-mediated cytotoxicity 
[347,482]. 
5.2. A Dual Target for Therapeutic Intervention 
Synucleinopathies and tauopathies regroup a wide number of 
neurodegenerative diseases that share common molecular mechanisms. In these 
disorders the presence of intracellular protein aggregates is a dominant feature 
and, in some cases, both ASYN and tau co-localize in the same inclusion. During 
the last century the role of ASYN and tau in the pathology progression has been 
largely investigated and many molecular pathways leading to neurodegeneration 
have been identified. The common mechanisms by which ASYN and tau induce 
neurodegeneration and cell death are related to self oligomerization leading to the 
formation of potential cytotoxic oligomeric species, calcium dependent cell 
signalling, mitochondrial activity, cytoskeleton assembly, protein quality control 
system, cell-to-cell propagation and immune response activation. More recently, 
many direct and indirect interactions between ASYN and tau and a synergistic 
cytotoxic effect have also been revealed. Given all these analogies in the 
physiopathology of synucleinopathies and tauopathies and the cytotoxic synergy 
of ASYN and tau, these two proteins might represent a dual target to develop 
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novel therapeutic approaches to treat a wide number of neurodegenerative 
disorders. 
6. Goal of the Project: Identification of Modulators of
ASYN and Tau Interaction 
Starting around 1960, S. cerevisiae was introduced as an experimental 
system for molecular biology [489] and in 1996 yeast was the first eukaryotic 
organism for which the complete genomic sequence could be established 
[490,491]. Most importantly, about 30% of human genes involved in 
the development of many human diseases have functional orthologous in yeast 
[492]. Yeast are used for the high-throughput screening (HTS) of libraries 
due to advantages such as evaluation of compounds in a physiologically 
relevant environment and immediate negative selection of toxic compounds or 
those with poor membrane permeability [493]. Moreover, collections of 
deletion mutant strains are available together with overexpression 
collections [494-497], providing powerful tools for genome-wide screening 
(GWS) assays. Despite the absence of a nervous system, yeast cells have been 
largely used to get insight into neurodegenerative disorders [349,465,498,499], 
as many of the pathways involved in pathology progression, such as 
mitochondrial activity, transcriptional regulation, intracellular trafficking and 
protein quality control, are well conserved among yeast and human [500]. 
In yeast models, ASYN expression has been widely described as causing 
toxicity and growth delay, whereas expression of tau has no apparent 
consequence on cell growth [354,364,470,471]. Co-expression of ASYN and 
tau was previously promoted in yeast and was reported to be synergistically 
toxic, although ASYN expression alone resulted in no phenotype [347]. 
However, a detailed characterization to shed light into the molecular 
pathways involved in this synergistic cytotoxicity is still missing.  Our goal is to 
create a new yeast model to investigate the synergistic cytotoxic effect 
mediated by the co-expression and interaction of ASYN and tau proteins. The 
model will be characterized to identify the molecular mechanism by which the 
interaction between ASYN and tau is responsible for enhanced cytotoxicity. 
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After having a powerful model, representative of the toxic synergistic effect 
between ASYN and tau, we will perform GWS and HTS assays to identify genes 
and compounds able to modulate the synergistic toxic phenotype caused by the 
concomitant expression of ASYN and tau. The identification of the target genes 
and compounds in yeast, represent a valid preliminary screening to shed light in 
the molecular pathways involved in neurodegeneration leading to cell death. 
Thus, the identified modulators might be a plausible starting point for further 
investigations in mammalian models with increased physiological relevance.  
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Chapter II. Results 
1. A Powerful Yeast Model to Investigate the Synergistic
Interaction of ASYN and Tau in Neurodegeneration 
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Abstract
Several studies revealed consistent overlap between synucleinopathies and tauopathies, demonstrating that a-synuclein
(ASYN) and tau co-localize in neurofibrillary tangles and in Lewy bodies from Alzheimer’s and Parkinson’s disease patients
and corresponding animal models. Additionally, it has been shown that ASYN can act as an initiator of tau aggregation and
phosphorylation and that these two proteins directly interact. Despite these evidences, the cellular pathway implicated in
this synergistic interaction remains to be clarified. The aim of this study was to create a yeast model where the concomitant
expression of ASYN and tau can be used to perform genome wide screenings for the identification of genes that modulate
this interaction, in order to shed light into the pathological mechanism of cell dysfunction and to provide new targets for
future therapeutic intervention. We started by validating the synergistic toxicity of tau and ASYN co-expression in yeast, by
developing episomal and integrative strains expressing WT and mutant forms of both proteins, alone or in combination. The
episomal strains showed no differences in growth delay upon expression of ASYN isoforms (WT or A53T) alone or in
combination with tau 2N/4R isoforms (WT or P301L). However, in these strains, the presence of ASYN led to increased tau
insolubility and correlated with increased tau phosphorylation in S396/404, which is mainly mediated by RIM11, the human
homolog of GSK3b in yeast. On the other hand, the integrative strains showed a strong synergistic toxic effect upon co-
expression of ASYN WT and tau WT, which was related to high levels of intracellular ASYN inclusions and increased tau
phosphorylation and aggregation. Taken together, the strains described in the present study are able to mimic relevant
pathogenic features involved in neurodegeneration and are powerful tools to identify potential target genes able to
modulate the synergistic pathway driven by ASYN and tau interaction.
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Introduction
In the last decade, several studies, from genetic features to direct
interaction, have revealed a consistent overlapping between
synucleinopathies and tauopathies [1–3]. Synucleinopathies con-
sists of a group of disorders in which the pathological hallmark is
the presence of insoluble fibrillary aggregates of alpha-synuclein
(ASYN) protein, designated by Lewy bodies, in specific brain cells
populations. The disorders included in this group are Parkinson’s
disease (PD), dementia with Lewy bodies (DLB) and multiple
system atrophy (MSA) [4,5]. The first two mentioned diseases are
characterized by the presence of Lewy bodies in the dopaminergic
neurons in the substantia nigra of the mid brain region and in the
cholinergic neurons in the brainstem, limbic and cortical region,
whereas in MSA glial cells are affected showing a high density glial
cytoplasmatic inclusions (GCIs) ASYN-positives [4,5]. In most
cases PD is a idiopathic disease, involving polygenic mutations,
gene interactions and lifestyle, whereas monogenic forms are very
rare with only around 20% of cases reporting hereditary features
[6–9]. ASYN gene (SNCA) was the first gene discovered to be
associated with PD. It was observed that duplication or triplication
[10,11] of the SNCA gene, along with three missense mutations
(A30P, E46K and A53T), are all related to familial PD [12–14].
Tauopathies represent another group of neurodegenerative
disorders also characterized by the aberrant aggregation of
specific proteins. The pathological hallmark of tauopathies
consists in the presence of neurofibrillary tangles (NFT) labelling
positive for tau protein [15,16]. The accumulation of these
tangles leads to progressive brain atrophy due to frontotemporal
or striatonigral degeneration. Pathologies such as Alzheimer’s
disease (AD), frontotemporal lobar degeneration (FLD), progres-
sive supranuclear palsy (PSP) and corticobasal degeneration
(CBD) are all examples of tauopathies [17]. How NFTs are
formed in these diseases is still under investigation. It is known
that the paired helical filaments (PHF) of NFT are constituted
by hyperphosphorylated tau, mainly promoted by the kinase
GSK3b which was shown to phosphorylate tau in up to 30
distinct sites [18–20]. In addition to hyperphosphorylation, there
are also some tauopathies such as frontotemporal dementia with
parkinsonism linked to chromosome 17 (FTDP-17) in which
tau’s missense mutation P301L is known as an ‘‘aggregation-
prone mutation’’ [21,22].
PLOS ONE | www.plosone.org 1 February 2013 | Volume 8 | Issue 2 | e55848
47
The overlapping between synucleinopathies and tauopathies
involves many aspects. Genome-wide association studies have
shown that the microtubule-associated protein tau (MAPT)
haplotype H1 displays a significant association with PD [3,23].
Other studies showed ASYN being localized in NFTs, which
are mainly composed by tau, and tau localized in Lewy bodies,
mainly composed by ASYN [2,24–26]. In fact, in a double
transgenic mice expressing human ASYN WT in combination
with human P301L mutant tau, these two proteins have been
shown to co-localize in the same intracellular inclusions [27]. A
direct binding between these two proteins has also been
described with disease-related mutations being shown to
interfere with this interaction [1,28]. Moreover, it was also
described that ASYN can act as a pathological initiator of tau
phosphorylation and aggregation, both in vitro and in vivo [29–
32]. Whereas reduction of endogenous tau levels in murine
models of Alzheimer’s disease has been shown to improve
cognitive performance [33–35], tau reduction did not prevent
motor deficits in mouse models of PD [36]. These observations
rely on the use of two specific animal models and cannot be
extrapolated for other models or to the human PD condition
without further validation. In addition, implication of tau levels
in cognitive function cannot be ruled out. Interestingly, neurite
degeneration has been directly correlated with tau protein levels
and phosphorylation state in a Drosophila model of PD [37].
Therefore, the mechanism by which ASYN and tau synergis-
tically interact and its role in pathology deserves further
investigation.
Yeast models are validated tools for the study of neurodegen-
erative diseases [38,39]. In fact, both cellular mechanism of action
and phenotypical repercussions derived from ASYN expression
have been largely studied in yeast [40,41], a non-expensive, easy to
handle and with a short replication time model. Whereas ASYN
expression in yeast has been widely described as causing toxicity
and growth delay, expression of tau in yeast has no apparent
consequence on cell growth [42,43]. Neither ASYN nor tau have
orthologues in yeast, thus allowing the development of unbiased
models of human transgene expression, with no interference or
competition from endogenous yeast proteins. Co-expression of
ASYN and tau was previously promoted in yeast and was reported
to be synergistically toxic, although ASYN expression alone
resulted in no phenotype [44]. We wanted to further explore this
synergistic phenotype, by making use of distinct expression
systems, where protein levels and transgene copy numbers can
be more stably maintained. Our goal was to develop a yeast model
of ASYN and tau co-expression that will be used for the
identification of genes able to modulate this synergistic interaction
and hence relevant as future therapeutic targets for human
neurodegenerative diseases. Therefore, in the current work, we
report the development of different wild type (WT) yeast strains,
BY4741 and W303-1A, co-expressing ASYN and tau from
episomal or integrative vectors, with the aim of identifying a toxic
phenotype caused by the synergistic interaction between the two
proteins. Both episomal and integrative strains were further
characterized by analyzing the formation of ASYN intracellular
inclusions and tau aggregation and phosphorylation states. This
detailed characterization allowed the identification of a synergistic
toxic effect probably triggered by the presence of ASYN WT
cytoplasmatic inclusions and insoluble phosphorylated tau WT.
The yeast strains developed in this work are being used as tools for
the identification of potential target genes able to modulate the
synergistic interaction observed between ASYN and tau in
neurodegenerative diseases.
Materials and Methods
Yeast Strains and Media
The following Saccharomyces cerevisiae strains were used in this
study: BY4741 (MATa his3D1 leu2D0 met15D0 ura3D0), W303-1A
(MATa leu2-3,112 trp1-1 can1-100 ura3-1 ade2-1 his3-11,15) (T.
Outeiro IMM) and the single deletion mutant DRIM11 was
obtained from the genome-wide yeast deletion collection
YSC1053 (Open Biosystems) [45]. All strains were grown in
synthetic complete media (SC) which consists of 0.67% yeast
nitrogen base (Sigma-Aldrich), 0.067% yeast drop-out mix (MP
Bio) and 2% (w/v) carbon source glucose, galactose or raffinose,
(Sigma-Aldrich) depending on the experiments, solid media plates
also contain 2% agar (BD).
Plasmids
Tau (2N/4R) WT and P301L variants were subcloned from
YIpLac128 Gal1 (BIOALVO) into pESC-LEU, a bidirectional
high-copy (2m) episomal vector (Stratagene), under Gal1 promoter
using the restriction sites ApaI N-terminal and XhoI C-terminal.
ASYN WT and A53T variants were subcloned from pRS426
GPD (T. Outeiro IMM) into the same pESC-LEU vector but
under Gal10 promoter using the restriction sites SpeI N-terminal
and HindIII/SacI blunt end C-terminal and into pRS306 Gal1
(BIOALVO) using the restriction sites SpeI N-terminal and
HindIII C-terminal. BY4741 WT and DRIM11 yeast strains were
transformed with the episomal vector pESC-LEU harbouring
ASYN (WT or A53T) and tau (WT or P301L) alone or in
combination. W303-1A yeast strain was transformed with the
integrative vectors pRS306 Gal1 harbouring ASYN (WT or
A53T) and YIpLac128 Gal1 harbouring tau (WT or P301L) alone
or in combination. Both transformation of yeast strains using the
lithium acetate method and transformants colony selection were
performed as described in [46]. Confirmation of integration was
performed by PCR using the following primers: fw_aggagcaca-
gacttagattg and rw_ttggagcctacatagagaac for the pRS306 Gal1
harbouring ASYN isoforms and fw_gcaatcgtcttactttctaa and rw_
gcaaatagtctacaaaccag for the YIpLac128 Gal1 harbouring tau
isoforms.
Spotting Assays and Growth Curves
Cell growth was analysed on solid selective SC medium to
maintain selection for plasmids by spot assay by performing 5x-
fold serial dilutions of exponential growing cultures, starting at
OD600 = 1,0. For this, cells were pre-grown overnight at 30uC with
agitation (200 rpm) in selective SC medium, containing raffinose.
After this pre-incubation, cells were re-inoculated in the same
selective SC medium at OD600 of 0,2 and left to grow at 30uC with
agitation (200 rpm) until an OD600 of 1.0 was reached. Spot plates
containing glucose (non-inducing medium) or galactose (inducing
medium) were incubated at 30uC or 37uC with images being
acquired after 72 h of incubation. Quantification analysis was
performed using ImageJ [47] acquiring the intensity of all the spots
in each lane from the plates containing galactose and then
normalized versus the respective values obtained from the control
plate containing glucose. Statistical significance was determined by
performing one-way ANOVA with post-hoc Dunnett’s test using
GraphPad Prism. Growth was also analysed in liquid medium. For
this, cells were pre-grown overnight at 30uC with agitation
(200 rpm) in selective SC medium containing raffinose. After this
pre-incubation, cells were re-inoculated in selective SC medium
containing glucose (non-inducing medium) or galactose (inducing
medium) and incubated at 30uC or 37uC in 96 well plates. Growth
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was automatically monitorized by measuring OD600 using a
PerkinElmer Victor 3V spectrophotometer.
Immunoblotting
Immunoblotting was conducted following standard procedures
[48] with some minor modifications. Yeast cells were pre-grown at
30uC with agitation (200 rpm) in selective SC medium containing
raffinose. After this pre-incubation, cells were inoculated at OD600
of 0,2 in selective SC medium containing galactose and incubated
overnight at 30uC (W303-1A) or 37uC (BY4741 WT and
DRIM11) with agitation (200 rpm). Cells were harvested by
centrifugation, washed in sterile water and pellets were resus-
pended in 100 ml of 1X SDS sample buffer (60 mM Tris-HCl
pH 6.8, 10% glycerol, 2% SDS, 70 mM bME, 1% bromophenol
blue supplemented with 1x protease inhibitor cocktail (Sigma-
Aldrich) and 1x PhosSTOP (Roche) phosphatase inhibitor
cocktail). After resuspension, pellets were lyzed by boiling for 5
minutes. 15 ml of each sample was run in a 12% SDS-PAGE gel
and blotted onto PVDF membrane. Immunodetection was carried
out using the following primary antibodies: Total tau (Polyclonal
Rabbit anti-Human Tau, Dako) diluted 1:10000, phospho tau in
S396/404 (Mouse AD2 Anti-Tau Protein mAb, BioRad) diluted
1:5000, ASYN (Purified Mouse Anti-a-Synuclein, BD) diluted
1:1000 and GAPDH (Mouse Monoclonal Anti-GAPDH, Ambion)
diluted 1:3000, all in in TBST containing 1% milk. The following
secondary antibodies were used: Goat Anti-Mouse IgG (H+L)-
HRP Conjugate (BioRad) diluted 1:10000 and oat Anti-Rabbit
IgG (H+L), Horseradish Peroxidase conjugate (Invitrogen) diluted
1:10000, all in TBST containing 1% milk. Membranes were
revealed using Immobilon Western Chemiluminescent HRP
Substrate (Millipore) and digital images acquired with Alliance
4.7 (UVITECH Cambridge). Quantification analysis was per-
formed using ImageJ [47] and statistical significance was
determined by performing one-way ANOVA with post-hoc
Dunnett’s test using GraphPad Prism.
Sarkosyl Fractionation
Sarkosyl fractionation method was performed as described in
[49] with some minor modifications. Yeast cells were pre-grown
overnight at 30uC with agitation (200 rpm) in selective SC
medium containing raffinose. After this pre-incubation, cells were
re-inoculated at OD600 = 0,2 in 50 ml of selective SC medium
containing galactose and incubated for 24 hours at 30uC (for
W303-1A) or 37uC (for BY4741 WT) with agitation (200 rpm).
Cells were then harvested by centrifugation, washed in sterile
water and pellets were resuspended in 500 ml of Extraction Buffer
(100 mM Tris-HCl pH 7,9, 250 mM ammonium sulfate, 1 mM
EDTA, 10% glycerol, 0,5 mM DTT supplemented with 1x
protease inhibitor cocktail (Sigma-Aldrich)). Resuspended cells
were homogenized with glass beads for 10 minutes at 4uC, total
protein extract concentration was measured by Bradford protein
measurement method assay [50] and adjusted to 1 mg/ml (Input).
Sarkosyl (Sigma-Aldrich) was added to the lysates to a final
concentration of 1% and samples were incubated at room
temperature for 5 minutes. Sarkosyl-soluble and insoluble fractions
were separated by centrifugation at 35,000 g for 1 h at 4uC. Pellets
were washed once with extraction buffer and centrifuged at
35,000 g for 30 min to eliminate residual protein from soluble
fractions. After centrifugation, pellets were resuspended in 15 ml of
1X SDS sample buffer and boiled for 5 min, before loading onto a
12% SDS-PAGE gel. Equal volumes of input and sarkosyl soluble
fraction were diluted with 2X SDS sample buffer and boiled for
5 min, before loading onto 12% SDS-PAGE gel.
Immunofluorescence
Immunofluorescence was performed as described in [51] with
some minor modifications. Yeast cells were pre-grown at 30uC
with agitation (200 rpm) in selective SC medium containing
raffinose. After this pre-incubation, cells were re-inoculated at
OD600 = 0,2 in 4 ml of selective SC medium containing galactose
and incubated overnight at 30uC (W303-1A) or 37uC (BY4741
WT) with agitation (200 rpm). Cells were then fixed in 4%
formaldehyde for 1 hour at 30uC. Cells were then harvested by
centrifugation, washed in sterile water, treated to form sphero-
plasts, (1 hour at 30u in K2HPO4 50 mM, KH2PO4 50 mM,
MgCl2 0,5 mM, sorbitol 1,2 M, bME 70 mM, Lyticase 50 mg/ml,
pH 6,8), washed in PBS and fixed onto poly-lysine-coated slides.
Permeabilization was then performed with PBS containing 0,2%
Triton-X100 for 15 minutes, after which cells were washed two
times with PBS and subsequently blocked with PBS containing
0,5% BSA for 10 minutes. Fixed cells were then incubated with
anti-ASYN primary antibody (ASYN Purified Mouse Anti-a-
Synuclein, BD) diluted 1:100 in PBS containing 0,1% BSA for 1
hour, washed and incubated with CY3 conjugated secondary
antibody (Cy3H Goat Anti-Mouse IgG (H+L) Invitrogen) diluted
1:500 in PBS containing 0,1% BSA for 30 minutes. After antibody
labelling samples were mounted in a glycerol mounting media
containing DAPI (1 mg/ml in 90% glycerol) and analysed using a
Zeiss AxioObserver.D1 microscope. Image acquisition was per-
formed with the software AxioVision (Zeiss). Statistical significance
was determined by performing one-way ANOVA with post-hoc
Dunnett’s test using GraphPad Prism.
Results
Cytotoxic Growth Effects Upon High-copy Plasmid
Expression of ASYN Alone or in Combination with Tau
We started promoting the co-expression of ASYN and tau 2N/
4R isoforms in yeast by transforming the WT strain BY4741 with
a bi-directional inducible high-copy plasmid containing ASYN
(WT or A53T) and tau (WT or P301L) coding sequences alone or
in combination. By using a bi-directional vector, our goal was to
achieve a more controlled expression of both transgenes, as the use
of two independent episomal plasmids results in copy number
variation and, subsequently, in different and variable levels of
protein expression. As observed by western blot, all the
transformants showed equal protein expression levels of ASYN
isoforms, while expression of tau isoforms strongly decreased when
expressed in combination with ASYN (WT or A53T) (Fig. 1,A).
This decrease is not a specific effect to ASYN, as co-expression of
tau isoforms with a control protein led to the same alterations in
tau total protein levels (data not shown). The growth profile upon
expression of ASYN and tau variants alone and in combination
was evaluated in both solid and liquid media. Dot spot analysis
revealed that expression of ASYN (WT or A53T) at 37uC causes
growth delay, as reported in previous studies [40]. In contrast,
expression of tau (WT or P301L) had no effect on yeast fitness
which has also been observed previously [38]. Yeast strains co-
expressing ASYN isoforms and tau showed a similar growth delay
as observed upon expression of ASYN alone, with no evident
synergistic effect being detected. In contrast to the cytotoxic
growth effect observed for ASYN (WT or A53T) expressed alone
or in combination with tau (WT or P301L) in solid media, no
growth delay was observed in liquid media (Fig. 1,C). These data
strongly suggest that the cytotoxic growth effect phenotype
observed in these episomal strains is mainly mediated by the
expression of ASYN isoforms. Nevertheless, tau levels were
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reduced upon co-expression, which might have hindered the
observation of a synergistic phenotype.
ASYN Increases Tau Insoluble Aggregation State
It is demonstrated that in mammalian cellular models tau co-
localizes with ASYN aggregates with overexpression of tau leading
to an increase in the number of ASYN inclusions and to a
reduction in their size [31,52]. To further characterize and to
assess if similar effects are present in the episomal yeast strains
generated, the percentage of cells showing ASYN intracellular
inclusions was quantified by immunofluorescence. No differences
were observed, in terms of size and number of ASYN intracellular
inclusions between the strains expressing ASYN isoforms alone or
in combination with tau isoforms (Fig. 2,A). Interestingly, in the
double mutant ASYN A53T/tau P301L, cells with large
aggregates were not detected (Fig. 2,A). In order to quantify tau
intracellular inclusions, anti-tau immunofluorescence was also
tried using different antibodies but no specific signal was ever
detected. As an alternative, sarkosyl fractionation was applied as
this technique is largely used to characterize the solubility of
intracellular protein aggregates in the brain of PD or AD patients
[53,54] as well as in animal and cellular models of neurodegen-
eration [43,55,56]. Results obtained showed that all ASYN and
tau isoforms, expressed alone or in combination, are present in the
sarkosyl insoluble fraction (Fig. 2,B). ASYN isoforms alone or in
combination appear to be evenly distributed between the soluble
and insoluble fractions. Tau WT seems to be slightly more
concentrated in the insoluble fraction whereas tau P301L looks to
be marginally more abundant in the soluble fraction (although this
might be due to small differences in total protein loading, as
GAPDH intensity also seems to be higher for this sample).
Interestingly, co-expression of tau isoforms with ASYN leads to an
increase in the proportion of insoluble tau (Fig. 2,B), as observed
by the higher amount of tau present in the sarkosyl insoluble
fraction when compared to the soluble fraction. Therefore,
whereas tau expression, at least up to this protein level, does not
seem to affect ASYN intracellular inclusion number and size,
ASYN expression increases the insoluble fraction of tau.
ASYN Increases Tau Phosphorylation in S396/404 via
RIM11
Hyperphosphorylated tau is the main component of PHF of
NFT in the brain of AD patients [57,58]. As we observed that the
presence of ASYN leads to an increase in tau insoluble aggregation
state (Fig. 2,B) we next evaluated the phosphorylation status of tau
in the episomal yeast strain co-expressing ASYN and tau. To
assess tau phosphorylation level, western blot analysis was
performed using AD2 antibody, which recognizes phosphorylated
tau at S396/404. This form of tau is crucial for tau fibrillization
and [18,19] is characteristic of PHF in Alzheimer’s disease [59].
Analysis of AD2 immunoreactivity versus total tau showed that tau
WT and tau P301L are phosphorylated to the same extend when
expressed alone (Fig. 3,A) but display a significant increase in
S396/404 phosphorylation in the presence of ASYN. The
increased relative level of phosphorylation of tau isoforms is even
more striking upon co-expression with ASYN A53T (Fig. 3,A).
S306/404 of tau is a typical GSK3b substrate [20,42]. In order
to evaluate if the increased tau phosphorylation observed upon co-
expression of ASYN was mediated by GSK3b, we used a yeast
strain lacking the orthologue of human GSK3b. Yeast cells carry
four orthologues of human GSK3b and it is already known that
RIM11 can act as a tau kinase and that the AD2 phosphoepitope is
significantly reduced or absent in these mutant strains [42,60].
Hence, the inducible high-copy plasmid expressing ASYN (WT or
A53T) and tau (WT or P301L), alone or in combination, was
transformed in a DRIM11 mutant yeast strain, in order to evaluate
tau phosphorylation state in the presence and absence of ASYN.
Results showed that the AD2 tau phosphoepitope was not detected
in any of the samples tested, corroborating that the increased tau
phosphorylation in S306/404 observed in the presence of ASYN is
fully mediated by RIM11. Growth ability test in solid media
showed that lacking of tau phosphorylation in S396/404 does not
alter the growth phenotype observed in BY4741 WT yeast strain
(Fig. 3,C). This was an expected outcome, as expression of tau
seems to be non-related to the growth arrest effect observed.
Taken together, the finding that tau phosphorylation in S396/404
via RIM11 is increased in the presence of ASYN is in accordance
with what has been described in other models, where it was
demonstrated that in vitro ASYN directly stimulates tau phosphor-
ylation via GSK3b [61], while in vivo and in post-mortem brain
from PD high levels of active GSK3b and hyperphosphorylated tau
were observed [62,63]. Our yeast strain thus mimics relevant
pathological features of neurodegeneration diseases where inter-
action between ASYN and tau occurs. Nevertheless, increased
cytotoxicity due to tau hyperphosphorylation was not observed.
This might be due to the lower tau intracellular levels upon co-
expression with ASYN. A model where tau protein levels were
higher would facilitate the assessment of pathological synergistic
interactions with ASYN.
Strong Synergistic Growth Effect Upon Genome
Integration of ASYN WT and Tau WT
We next accessed the synergistic phenotype of ASYN and tau
expression using an integrative yeast model by inserting one
copy of ASYN (WT or A53T) and tau (WT or P301L), alone or
in combination, into the genome of W303-1A yeast strain. Our
goal was to use a more stable and independent system for the
expression of the two transgenes, in order to achieve higher
intracellular tau levels. Integration was performed using specific
yeast vectors able to recombine with the yeast genomic DNA at
defined sites and correct integration was confirmed by PCR.
After generation of the integrative strains, ASYN and tau
protein expression level and tau phosphorylation in S396/404
were evaluated by western blot. As desired, tau (WT and
P301L) expression levels, alone and in combination with ASYN,
were significantly higher and constant among all strains
(Fig. 4,A). ASYN protein levels were generally constant, with
Figure 1. Cytotoxic growth effects upon high-copy plasmid expression of ASYN alone or in combination with Tau. A) High expression
level of ASYN (WT and A53T) and tau (WT and P301L), detectable by western blot upon expression with pESC-LEU bidirectional high-copy (2m)
episomal vector. Whereas ASYN levels (WT and A53T) are similar when either expressed alone or in combination with tau (WT or P301L), tau (WT and
P301L) levels are strongly decreased when expressed in combination with ASYN (WT or A53T), (***p,0,001). GAPDH was used as loading control. B)
Strong growth delay observed by dot spot at 37uC after 72 hours of incubation upon expression of ASYN (WT and A53T) alone or in combination with
tau (WT and P301L). Expression of tau (WT or P301L) alone has no effect on cells vitality whereas when expressed in combination with ASYN (WT and
A53T) cytotoxicity is observed. A quantitative plot of the dot spots is shown. Results are representative of at least three independent experiments. C)
No differences observed upon expression of ASYN and tau isoforms alone or in combination by growth ability tests performed in liquid media using
96 well plates at both 30uC and 37uC. All results are representative of at least three independent experiments.
doi:10.1371/journal.pone.0055848.g001
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the exception of strains co-expressing tau P301L, which
displayed reduced expression of ASYN, for both WT and
A53T isoforms (Fig. 4,A). The observed differences in ASYN
protein levels can not be interpreted as a specific consequence
of tau co-expression, as they might merely reflect clonal
variation among strains. Interpretation of these differences
needs further experimental clarification. Quantification of tau
phosphorylation levels revealed that the presence of ASYN did
not induce significant changes, most probably due to the lower
levels of intracellular ASYN (or, at least, to the lower ratio of
ASYN/tau) (Fig. 4,A). Exception to this was the strain co-
expressing tau WT and ASYN WT, which displayed a huge
increase in the relative fraction of phosphorylated tau.
Cytotoxic growth effects were also assessed in this integrative
model in both solid and liquid media. As expected, dot spot results
showed that expression of ASYN WT and A53T at 30uC caused
moderate and high cytotoxic growth phenotypes, respectively
(Fig. 4,B). Despite the high expression level of tau isoforms in this
integrative model, tau expression alone didn’t show any effect in
yeast growth in either solid or liquid media (Fig. 4,B and C). A
strong synergistic growth effect was observed upon co-expression
of ASYN WT and tau WT (Fig.4,B), which was even more
pronounced at 37uC (Fig. 4,B). A similar growth delay was also
obtained in liquid media showing the robustness of the alterations
observed (Fig. 4,C). The synergistic growth effect observed for this
integrative strain seems to be correlated with the increased tau
phosphorylation state.
We observed an apparent rescue of toxic phenotype upon co-
expression of ASYN (WT and A53T) with tau P301L, as the
corresponding strains display increased growth fitness (Fig. 4, B).
Nevertheless, expression levels of ASYN WT and ASYN A53T in
both these strains is significantly lower (Fig. 4, A), and thus the
improved growth might be merely a consequence of a less toxic
intracellular environment due to less ASYN and not a true rescue
by P301L.
Figure 2. ASYN increases Tau insoluble aggregation state. A) Immunofluorescence with an anti-ASYN antibody showed no significant
differences between the percentage of cells that contain ASYN (WT and A53T) intracellular inclusions when expressed alone or in combination with
tau (WT and P301L). No yeast cells with ASYN big inclusions were observed in the strain expressing ASYN A53T in combination with tau P301L For
statistical analysis at least 800 cells were counted. B) Both ASYN (WT and A53T) and tau (WT and P301L) form intracellular sarkosyl insoluble
aggregates when expressed either alone or in combination, which are detectable by western blot. GAPDH was used as loading and soluble protein
control. *corresponds to an unspecific band. Results are representative of three independent experiments.
doi:10.1371/journal.pone.0055848.g002
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Figure 3. ASYN increases Tau phosphorylation in S396/404 via RIM11. A) Relative percentage of phosphorylated tau (WT and P301L) in S396/
404 labelled by the antibody AD2 was increased in the presence of ASYN (WT and A53T). (*p,0,05; **p,0,01). GAPDH was used as loading control. B)
No phosphorylated tau (WT or P301L) detected in DRIM11 mutant by western blot when expressed alone or in combination with ASYN (WT or A53T).
GAPDH was used as loading control. C) Lack of tau (WT and P301L) phosphorylation in S396/404 doesn’t alter cytotoxicity observed in solid media
when tau (WT or P301L) and ASYN (WT and A53T) are expressed alone or in combination in DRIM11 as compared to expression in BY4741 WT.A
quantitative plot of the dot spots is shown (*p,0,05; **p,0,01; ***p,0,001). Results are representative of at least three independent experiments.
doi:10.1371/journal.pone.0055848.g003
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Figure 4. Strong synergistic growth effect upon genome integration of ASYN WT and Tau WT. A) ASYN protein expression levels
detectable by western blot, remain generally constant, displaying a reduction upon co-expression of either tau isoform. Total tau expression levels
remain constant whereas the percentage of tau WT phosphorylated in S396/404 increases only in the presence of ASYN WT. (*p,0,05; **p,0,01).
GAPDH was used as loading control. B) Slight growth delay observed by dot spot at 30uC upon expression of ASYN WT, high growth delay with ASYN
A53T and strong synergistic cytotoxicity observed when ASYN WT and tau WT are co-expressed. At 37uC a total growth arrest is observed for the
Yeast Models of a-Synuclein and Tau
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High Percentage of ASYN Cytoplasmatic Inclusions and
Insoluble Tau Correlate with the Synergistic Growth
Effect
To further investigate the synergistic interaction detected
between ASYN and tau in the integrative yeast strains developed
in this work, we accessed the aggregation state of ASYN and tau
by immunofluorescence and sarkosyl fractionation experiments.
Interestingly, the number of ASYN intracellular inclusions
detected by immunofluorescence didn’t remain constant in all
strains. Strains expressing ASYN alone or ASYN WT in
combination with tau WT displayed a high level of cells with
ASYN inclusions. A reduction in the number of cells with
inclusions was observed in the strain expressing ASYN WT in
combination with tau P301L and in both the strains expressing
ASYN A53T in combination with tau (WT or P301L) (Fig. 5,A).
Furthermore, changes in ASYN intracellular inclusion localization
were also observed. It is known that in yeast ASYN initially
localizes to the membrane, and subsequently starts to form small
membrane localized inclusions that finally convert into larger
cytoplasmatic inclusions [44]. The majority of yeast cells
expressing ASYN isoforms alone and ASYN WT in combination
with tau WT showed only the most advanced cytoplasmatic
inclusions. On the other hand, the strain co-expressing ASYN WT
and tau P301L showed only small membrane connected
inclusions, whereas in the strains co-expressing ASYN A53T and
tau isoforms both membrane connected and cytoplasmatic
inclusions were observed (Fig. 5,B). Sarkosyl fractionation assays
showed ASYN equally distributed between the sarkosyl soluble
and insoluble fractions in all the strains expressing ASYN isoforms
alone or in combination with tau isoforms, whereas insoluble tau
WT was only detected when co-expressed with ASYN WT
(Fig. 5,C). These findings suggest that the synergistic growth effect
observed upon co-expression of ASYN WT and tau WT in this
integrative model is probably triggered by the high percentage of
ASYN cytoplasmatic inclusions and by the increased fraction of
insoluble tau.
Discussion
Interactions between ASYN and tau have been shown to occur
in several neurodegenerative diseases, as relevant as AD and PD.
Although some light has been shed on the cellular effects resulting
from this interaction [64], a full understanding of the cellular
mechanisms triggered by this toxic duet has not been achieved yet.
In this work two different yeast sets of strains were developed and
characterized with the final aim of being used as tools for the
discovery of potential target genes that mediate the interaction
between ASYN and tau.
We started by promoting the expression of ASYN and tau
isoforms in yeast from a bidirectional episomal vector. Expression
of ASYN isoforms alone led to a cytotoxic growth phenotype, as
reported before [40]. On the contrary, no changes in yeast growth
properties were observed upon expression of tau WT or mutants,
also in accordance with previous observations [43]. In our study,
co-expression of ASYN and tau from a bidirectional episomal
vector resulted in no evident synergistic toxic effect. Previous data
showed that co-expression of tau and ASYN in yeast resulted in
synergistic growth delay [44], although in that case, no cytotoxicity
upon expression of ASYN alone was observed, in clear contrast to
the majority of the published studies.
In our episomal co-expression strains, ASYN levels remained
constant in all the strains analysed, whereas tau levels strongly
decreased upon co-expression with ASYN. The observed reduc-
tion in tau protein levels is not specific to the co-expression of
ASYN. Similar results were observed upon co-expression of tau
and other proteins and most probably reflect a lower protein
expression efficiency resulting from the simultaneous use of the
Gal1-Gal10 divergent promoter and subsequent downstream
processes. ASYN levels were not affected by co-expression of a
second transgene, which might be due to the small size of this
transcript, which allows higher protein expression efficiency.
Overall, co-expression of ASYN and tau had no evident effect
on the size and number of ASYN intracellular inclusions.
Our results showed that the presence of ASYN affected the
solubility of tau, increasing the fraction of insoluble/aggregated
protein, both for tau WT and tau P301L. To further explore this
evidence we analysed tau phosphorylation at Ser396/404, as tau
phosphorylation is known to lead to the formation of insoluble tau
aggregates. Indeed, co-expression of ASYN isoforms with either
tau WT or tau P301L led to a significant increase in tau
phosphorylation, particularly in the case of co-expression of tau
isoforms with ASYN A53T. ASYN has been reported to directly
stimulate tau phosphorylation by GSK3b by making part of a
heterotrimeric complex containing ASYN, tau and GSK3b [30,61].
The pathological epitope Ser396/404 is a typical GSK3b substrate,
already shown to be a target for tau phosphorylation in yeast [42].
We showed that in our model the presence of ASYN led to
increased aggregation of tau through phosphorylation at Ser396/
404 via RIM11, the yeast orthologue of GSK3b. In RIM11-deleted
strain, no phosphorylation at Ser396/404 was observed. To our
knowledge, this is the first evidence that ASYN is able to induce
tau phosphorylation and aggregation in yeast, proving that yeast
recapitulates the reported mechanism through which ASYN
stimulates GSK3b, leading to phosphorylation of tau at pathogenic
epitopes [61].
Despite the increased phosphorylation and aggregation of tau
WT and tau P301L promoted by co-expression of ASYN isoforms,
no synergistic differences in growth phenotype were detected due
to alterations in phosphorylated tau in our episomal yeast strain.
Nevertheless, previous studies in yeast have consistently revealed
that tau expression per se does not affect growth, despite tau
phosphorylation, conformational changes and accumulation into
aggregates [38]. In addition, the precise nature of the toxic tau
species and the exact sequence of events leading to tau-mediated
toxicity are not consensual. Several lines of evidence suggest that
tau aggregates are not the main cause of cell death, as neuron loss
can be observed in the absence of tau tangles in both Drosophila
and mice models [65–67] and other mice models show dissociation
between brain areas of neurofibrillary tangles formation and
neuronal loss [68,69]. Results obtained with our episomal strain
therefore mimic a relevant feature of human neurodegeneration,
although not resulting in a measurable synergistic phenotype of
strains expressing either ASYN (WT or A53T) alone or expressing ASYN WT in combination with tau WT. Tau P301L seems to rescue cytotoxic effect
mediated by ASYN (WT and A53T) as well as tau WT when in combination with ASYN A53T. A quantitative plot of the dot spots is shown (*p,0,05;
***p,0,001). Results are representative of at least three independent experiments. C) Strong growth delay also observed in liquid growth analysis at
30uC upon co-expression of ASYN (WT and A53T) alone or ASYN WT in combination with tau WT. As in solid media tau P301L seems to rescue
cytotoxic effect mediated by ASYN (WT and A53T) as well as tau WT when in combination with ASYN A53T. All results are representative of at least
three independent experiments.
doi:10.1371/journal.pone.0055848.g004
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Figure 5. High percentage of ASYN cytoplasmatic inclusions and insoluble Tau correlate with the observed synergistic growth
effect. A) Percentage of cells showing ASYN intracellular aggregates, detectable by immunofluorescence with anti-ASYN antibody, is similar when
ASYN WT is expressed alone or in combination with tau WT, while when it is in combination with tau P301L it is highly reduced. Co-expression of
ASYN A53T with tau (WT or P301L) also shows a decreased percentage of cells with intracellular aggregates. (*p,0,05; ***p,0,001). For statistical
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growth arrest. Different observations were previously described for
ASYN and tau co-expression in yeast [44]. Nevertheless, the
authors used a different approach, expressing each protein from
an independent episomal plasmid (and thus not allowing for copy
number control and stability). Additionally, tau protein levels and
phosphorylation state were not accessed in the reported study, thus
not allowing a more direct comparison with the results obtained in
the present work.
We next evaluated the co-expression of ASYN and tau isoforms
in yeast by making use of a different experimental approach, based
on the stable integration of one copy of each transgene in the yeast
genome. Our main goal was to achieve higher tau expression
levels, in order to maximize any eventual underlying phenotypic
change. Using this integrative approach, tau protein levels were
found to be constant in all the generated strains, whereas ASYN
levels showed variations. Again, expression of ASYN isoforms
alone caused cytotoxic growth delay, more pronounced in the case
of ASYN A53T. Despite the high and constant expression levels,
the presence of tau isoforms alone had no implication in yeast
growth phenotype.
Yeast strains co-expressing tau P301L with either ASYN
isoform seemed to display a milder phenotype than strains
expressing ASYN isoforms alone. Nevertheless, this ‘‘rescue’’ is
only apparent has it reflects the low levels of ASYN in the yeast
strains co-expressing tau P301L. Accordingly, strains co-expressing
ASYN isoforms with tau P301L display a reduced number of
ASYN inclusions when compared to the strains expressing ASYN
WT or A53T alone. Moreover, these inclusions were predomi-
nantly located at the cell membrane, indicating an early stage of
toxicity [40], as no cytoplasmatic ASYN aggregates were observed.
A strong synergistic effect in yeast growth was observed upon
stable integration and co-expression of ASYN WT and tau WT.
Similar observations were previously reported for the co-expres-
sion of these two proteins from two episomal vectors in yeast [44],
although the typical growth delay upon expression of ASYN alone
did not occur. The synergistic phenotype observed in our study
was associated with increased phosphorylation of tau at Ser396/
404, presumably via RIM11 as a consequence of stimulation by
ASYN. High levels of ASYN intracellular inclusions were present
in this strain, all located in the cytoplasm and thus representative
of late aggregation stages [40]. Most importantly, the yeast strain
expressing ASYN WT and tau WT also showed to display an
increased fraction of insoluble tau. It is known that ASYN toxicity
in yeast is directly correlated to aggregation and inclusion
formation [40,70] and the number of cells which displayed ASYN
inclusions, as well as the localization of those inclusions, were
identical between the strain expressing ASYN WT and the strain
co-expressing ASYN WT and tau WT. As no differences in the
pattern of cytoplasmatic inclusions were registered, the increased
toxic phenotype observed must be triggered by the high
intracellular levels of both proteins, leading to the concomitant
presence of a high number ASYN inclusions and a high amount of
phosphorylated and aggregated tau. Occurrence of a measurable
synergistic growth arrest phenotype was also favoured by the use of
the W303-1A yeast strain, whose genetic background is more
sensitive than the BY4741 yeast strain. With W303-1A, evident
growth delay upon expression of ASYN alone can be observed
already at 30uC (Fig. 4,B) whereas for BY4741 only at 37uC the
same phenotype is achieved (Fig. 1, B). Three mutations
differentiate W303-1A from BY4741: 1) Ybp1-1 mutation which
abolishes Ybp1 function, increasing sensitivity to oxidative stress, 2)
Rad5-G535R missense mutation which abolishes Rad5 function,
involved in DNA repair and 3) Bud4 affecting axial budding [71–
73]. The use of a genetically more sensitive strain, together with
the high levels of ASYN inclusion formation and tau phosphor-
ylation and aggregation favoured the occurrence of a measurable
synergistic cytotoxic phenotype [74].
In summary, our findings demonstrated that for the yeast strains
developed, ASYN directly induced tau phosphorylation in S396/
404 via RIM11 and that formation of tau insoluble aggregates
seemed to be dependent on tau phosphorylation level. Expression
of ASYN, but not tau alone, led to growth retardation and a strong
synergistic growth effect was observed upon genome integration of
ASYN WT and tau WT. Therefore, we have developed yeast
strains that recapitulate many of the most relevant aspects of
ASYN and tau interactions in human pathology. The choice of
yeast as the model organism will allow easy genetic manipulation
for the identification of genes that can modulate the interaction
between ASYN and tau. The episomal and integrative yeast
strains presented here are powerful tools for rapid genome-wide
analysis, allowing the combined development of both yeast
knockout and plasmid overexpression screenings. In particular,
the integrative strain displaying a synergistic toxic phenotype due
to the co-expression of ASYN and tau is the model of choice for
conducting screens in the search for genes that can be future
targets for the development of new therapies for neurodegener-
ative diseases.
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Tau Phosphorylation at S396/404 Mediates the Synergistic 
Cytotoxic Effect 
It is known that tau hyperphosphorylation is an early event leading to the 
formation of NFTs in which hyperphosphorylation at S396/404 is a pathological 
feature [472]. We previously showed that the AD2 tau phospho-epitope was not 
detected in the ΔRIM11 mutant yeast strain, transformed with the inducible high-
copy plasmid expressing tau (WT or P301L) alone or in combination with ASYN 
(WT or A53T) [501]. Thus, to further assess the role of tau phosphorylation at 
S396/404 in the synergistic cytotoxic effect observed, the RIM11 gene was 
removed from the integrative yeast strains expressing ASYN WT and tau WT 
alone or in combination.
The single deletion mutants W303-1A were obtained upon RIM11 replacement 
with the HIS3 gene amplified from p413 GAL1 (ATCC-87326) using the 
following primers: Fw_atgaatattcaaagcaataattctccgaatctcagtaataacaaattcccgtttt 
aagagcttg and Rw_ttacttagacttcggatatagctttttttttacagatgatctacataagaacacctttggtgg. 
W303-1A yeast strains were then transformed with the HIS3 PCR product. Both 
transformation of the yeast strains using the lithium acetate method and 
transformants colony selection were performed as described in [502]. 
Confirmation of HIS3 gene integration was performed by PCR using the 
following primers: Fw_cattacaacacggcaacact and Rw_aaagaaaattgcgggaaagg. As 
expected, western blot analysis revealed that tau phosphorylation at S396/404 is 
strongly reduced if not absent upon removal of RIM11 gene (Figure 23,A). 
Most importantly, growth ability test in solid media showed that absence of tau 
phosphorylation at S396/404 abrogates the synergistic phenotype 
obtained (Figure 23,B), proving that the enhanced cytotoxicity is really 
mediated by the cooperation between ASYN WT and tau WT. These results 
suggest that ASYN mediated hyperphosphorylation of tau at S396/404 might 
give rise to cytotoxic oligomeric tau species, since this synergistic cytotoxicity 
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is only observed in the yeast strain showing the higher level of AD2 phospho 
tau in correlation with the presence of tau in the sarkosyl insoluble 
fraction. Recapitulating, in our integrative yeast model ASYN WT indirectly 
stimulates tau WT phosphorylation at S396/404 via Rim11, promoting its 
fibrillization and enhancing the ASYN mediated cytotoxic effect. 
Figure 23: Tau phosphorylation at S396/404 mediates the synergistic cytotoxic effect. A) 
Strongly reduction or absence of phosphorylated tau WT detected in ΔRIM11 mutants by 
western blot when expressed alone or in combination with ASYN WT. GAPDH was used as 
loading control. B) Lack of tau phosphorylation at S396/404 rescues the synergistic cytotoxicity 
observed in solid media when tau WT and ASYN WT are expressed in combination in ΔRIM11 
as compared to expression in WT yeast strain. A quantitative plot of the dot spots is shown 
(***p<0,001). Results are representative of at least three independent experiments. 
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Abstract
Several reports have proven a consistent overlap between synucleinopathies and tauopathies suggesting that a synergistic neurotoxic 
effect might exist. Alpha-Synuclein (ASYN) was found in neurofibrillary tangles mainly composed by tau protein and tau was also 
found in Lewy bodies mainly composed by ASYN protein. Direct binding between these two proteins has been described and it was 
also confirmed that ASYN can act as a pathological initiator of tau phosphorylation and aggregation. We previously designed and 
characterized a yeast model in which the concomitant expression of the human ASYN and tau proteins is synergistically cytotoxic. 
The model has been used to perform high throughput screening assays (HTS) and genome wide screening assays (GWS) to identify 
compounds and target genes that modulate this interaction, in order to shed light into the pathological mechanism of cell 
dysfunction and to provide new strategies for future therapeutic intervention. By GWS and HTS preliminary screenings we have 
identified 5 different yeast genomic fragments containing a total number of 25 genes and 11 natural extracts able to interfere with the 
ASYN and tau mediated synergistic cytotoxicity. Both genes and extracts identified have the potential to uncover new molecular 
mechanisms that might be targeted for the treatment of patients affected by neurodegeneration. 
Introduction
Synucleinopathies and tauopathies regroup a wide number of 
neurodegenerative disorders in which the presence of insoluble 
proteinacious aggregates generates disease-specific histopathologic 
lesions [1-3]. In tauopathies, one of the major pathological 
hallmarks corresponds to the presence of intracellular protein 
aggregates called neurofibrillary tangles (NFTs). NFTs are 
composed of paired helical filaments (PHF), which comprise 
pathological filamentous aggregations of abnormally 
hyperphosphorylated tau [4-9]. Similarly, in synucleinopathies the 
intraneuronal proteinacious cytoplasmic inclusions termed Lewy 
bodies (LB) are mainly composed by the presynaptic ASYN 
protein [10]. In several reports consistent overlapping between 
synucleinopathies and tauopathies has been reported suggesting 
that a synergistic neurotoxic effect might exist. Notably, direct 
binding between these two proteins was proved, ASYN was found 
within the NFTs and tau was found within LB. Tau 
phosphorylation is also promoted by ASYN enhancing the activity 
of GSK3B and each of these proteins, can act as seeds for the 
aggregation of the other [11-16]. Moreover, in a synucleinopathy 
mammalian model, co-expression of tau enhances ASYN 
aggregation and toxicity [15].
Starting around 1960, S. cerevisiae was introduced as an 
experimental system for molecular biology [17] and in 1996 yeast 
was the first eukaryotic organism for which the complete genomic 
sequence could be established [18,19]. Of the 6000 genes predicted 
to be encoded by its 12000-kb genome [20] about 80% are 
functionally characterized [21-23]. Most importantly, ~30% of 
human genes involved in the development of many human 
diseases have functional homologues in yeast [24]. Yeast cells are 
unicellular microorganisms that are easy to cultivate in large 
populations, in low-cost media and in a partially automated 
manner. Yeast are preferred for high-throughput screening of 
libraries due to advantages such as evaluation of compounds in a 
physiologically relevant environment and immediate negative 
selection of toxic compounds or those with poor membrane 
permeability [25]. 
Heterologous gene expression and genetic manipulations, such 
as insertion, deletion or mutations, are easy to perform [26] and 
several permanently updated online databases have become 
available (e.g. the Saccharomyces Genome Database - SGD; http://
www.yeastgenome.org). Moreover, a collection of single deletion 
mutant strains is available for diploid cells and for non-essential 
genes for haploid cells [27] together with overexpression 
collections based on the yeast genome [28] or single inducible 
ORFs [26,29], providing powerful tools for genome-wide screening 
assays.
Despite the absence of a nervous system, yeast cells have been 
largely used to get insight into neurodegenerative disorders 
[30-32], as many of the pathways involved in pathology 
progression, such as mitochondrial activity, transcriptional 
regulation, intracellular trafficking and protein quality control 
are well conserved among yeast and human [33]. In many 
cases, the human gene encoding the neurodegeneration-
causing protein has no ortholog in yeast. However, the 
heterologous expression of the human gene of interest has been 
widely used originating the so called “humanized yeast” [30,34]. 
In yeast, a synergistic cytotoxic effect upon co-expression of 
ASYN and tau has been already reported, however a detailed 
characterization of this interaction was missing [35]. In our 
previous study, a stable yeast model co-expressing one copy of 
the human wild-type ASYN and one copy of the human wild-
type tau displayed a strong synergistic cytotoxic effect that 
correlates with the presence of intracellular protein aggregates 
composed by ASYN or tau and with increased phospho-tau 
levels at the pathological epitopes S396/404 [36]. Here, we used 
this model to perform a GWS using a “yeast genomic tiling 
collection” and to perform a HTS in order to identify both 
target genes and natural extracts able to interfere with the 
synergistic cytotoxic effect. We obtained a group of 25 potential 
target genes and 11 natural extracts able to rescue the ASYN 




Yeast Strains and Media
In this study was used the W303-1A integrative yeast model 
characterized in [36]. In the HTS assay was used the original 
strains whereas in the GWS assay the LEU2 gene integrated with 
YIpLac128 Gal1 vector was replaced with the HIS3 gene amplified 
from p413 GAL1 (ATCC-87326) using the following primers: Fw 
tcatgacattaacctataaaaataggcgtatcacgaggccaattcccgttttaagagcttg and 
Rw_taaagtttatgtacaaatatcataaaaaaagagaatctttctacataagaacacctttggtgg.  
The yeast strains were then transformed with the HIS3 PCR 
product. Both transformation using the lithium acetate method 
and transformants colony selection were performed as described in 
[37]. Confirmation of HIS3 gene integration was performed by 
PCR using the following primers: Fw_acgaccatcacaccactgaa and 
Rw_tccatcaaatggtcaggtca. All strains were grown in synthetic 
complete media (SC) which consists of 0,67% yeast nitrogen base 
(Sigma-Aldrich), 0,067% yeast drop-out mix (MP Bio) and 2% (w/
v) carbon source glucose, galactose or raffinose, (Sigma-Aldrich)
depending on the experiments, solid media plates also contain 2% 
agar (BD).
Goat Anti-MouseIgG (H+L)-HRP Conjugate (BioRad) diluted 
1:10000 and goat Anti-Rabbit IgG (H+L), Horseradish Peroxidase 
conjugate (Invitrogen) diluted 1:10000, all in TBST containing 1% 
milk. Membranes were revealed using Immobilon Western 
Chemiluminescent HRP Substrate (Millipore) and digital images 
acquired with Alliance 4.7 (UVITECH Cambridge). Quantification 
analysis was performed using ImageJ [38] and statistical 
significance was determined by performing one-way ANOVA with 
post-hoc Dunnett’s test using GraphPad Prism.
High Throughput Screening Assay
The W303-1A integrative control strain (Empty Vectors) and 
the W303-1A integrative target strain (ASYN WT+Tau WT) were 
used for the screening of 3932 LUSOEXTRACT crude extracts. The 
extracts were re-suspended in DMSO and stored in 96-well plates 
at a concentration of 25 mg/ml. All liquid-handling steps were 
performed using a Janus Automated Workstation (PerkinElmer, 
Waltham, MA). Yeast cells were grown in a Liconic STX40 
Automated Incubator and growth was monitored with a Victor 3V 
microplate reader (PerkinElmer). A validation assay was 
performed to confirm the growth profile of the target and control 
strains and asses the robustness of this platform by calculation of 
the Z factor which was 0,79. For the validation and screening assay, 
both strains were pre-grown at 30°C with agitation (200 rpm) in in 
selective SC medium containing raffinose. Then, cultures were 
diluted in selective SC medium containing glucose or galactose to 
OD600 of 0,05 and 96-well plates were filled with 196 µl of culture 
per well (control or target strains). LUSOEXTRACT Crude Set 
extracts were added to the wells containing the target strain at a 
final concentration of 0.5 mg/ml. Plates were then incubated in 
LiCONic STX40 for approximately 68 hours at 30°C and OD600 
was read in Victor 3V microplate reader every 4 hours. Results 
obtained were analyzed with Microsoft Excel, the parameters 
average (AVER), standard deviation (STDEV) and maximum value 
(MAX) were used to determine adequate thresholds for hits 
determination. The threshold chosen for hits determination was: 
MAX + STDEV. Values of OD600 higher than this threshold were 
considered hits. Hit confirmation was performed in a secondary 
dose-response screening at four different concentrations: 0,125 – 
0,25 – 0,5 and 0,75 mg/ml. In this secondary screening the control 
strain was also used for testing the extracts in the highest 
concentration of 0,75 mg/ml. 
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Spotting Assays
Cell growth was analysed on solid selective SC medium to 
maintain selection for plasmids by spot assay by performing 5X 
fold serial dilutions of exponential growing cultures, starting at 
OD600 = 1,0. For this, cells were pre-grown overnight at 30°C with 
agitation (200 rpm) in selective SC medium, containing raffinose. 
After this pre-incubation, cells were re-inoculated in the same 
selective SC medium at OD600 of 0,2 and left to grow at 30°C with 
agitation (200 rpm) until an OD600 of 1,0 was reached. Spot plates 
containing glucose (non-inducing medium) or galactose (inducing 
medium) were incubated at 30°C or 37°C with images being 
acquired after 72 hours of incubation. Quantification analysis was 
performed using ImageJ [38] acquiring the intensity of all the spots 
in each lane from the plates containing galactose and then 
normalized versus the respective values obtained from the control 
plate containing glucose. Statistical significance was determined by 
performing one-way ANOVA with post-hoc Dunnett’s test using 
GraphPad Prism.
Immunoblotting
Immunoblotting was conducted following standard procedures 
[39] with some minor modifications. Yeast cells were pre-grown at 
30°C with agitation (200 rpm) in selective SC medium containing 
raffinose. After this pre-incubation, cells were inoculated at OD600 
of 0,2 in selective SC medium containing galactose with or without 
natural extracts and incubated overnight at 30°C with agitation (200 
rpm). Cells were harvested by centrifugation, washed in sterile 
water and pellets were re-suspended in 100 ml of 1X SDS sample 
buffer (60 mM Tris-HCl pH 6,8, 10% glycerol, 2% SDS, 70 mM β-
ME, 1% bromophenol blue supplemented with 1X protease 
inhibitor cocktail (Sigma-Aldrich) and 1X PhosSTOP (Roche) 
phosphatase inhibitor cocktail). After re-suspension, pellets were 
lyzed by boiling for 5 minutes. 15 µl of each sample was run in a 
12% SDS-PAGE gel and blotted onto PVDF membrane. 
Immunodetection was carried out using the following primary 
antibodies: Total tau (Polyclonal Rabbit anti-Human Tau, Dako) 
diluted 1:10000, ASYN (Purified Mouse Anti-a-Synuclein, BD) 
diluted 1:1000, ANTI_FLAG M1 (Purified Mouse Monoclonal anti-
FLAG epitope, Sigma-Aldrich) diluted 1:3000 and GAPDH (Mouse 
Monoclonal Anti-GAPDH, Ambion) diluted 1:3000, all in in TBST 
containing 1% milk. The following secondary antibodies were used:
Genome Wide Screening Assay
The modified W303-1A integrative control strain (Empty 
Vectors) and the W303-1A integrative target strain (ASYN WT
+Tau WT) were used to perform the GWS assay. In this screening 
we used the Yeast Genomic Tiling Collection Assay Ready DNA 
(Thermo Scientific Cat.YSC5103) which consists of Pooled DNA 
(1588 different clones in suspension) and Empty pGP564 (vector 
control in suspension). According with the product manual the 
control strain was transformed with Empty pGP564 whereas the 
target strain was transformed with the Pooled DNA. High 
efficiency transformation, transformants colonies selection and 
transformation efficiency calculation was executed as described in 
[40] with some minor modification. Transformation: heat shock at 
42°C for 30 minutes followed by 2 hours of recovery at 30°C in 
liquid YPD media (Sigma-Aldrich) before transformants colonies 
selection. Transformants colony selection target strain: 96 hours of 
incubation at 35°C in solid selective SC medium containing 
galactose. The growth ability of target strain transformants colonies 
was then evaluated by spotting assay. From each target strain 
transformants colonies showing growth recovery was extracted the 
64
Target Genes Identification by GWS Assay
  In solid media, the previously reported integrative yeast strain co-
expressing ASYN WT and tau WT shows a strong synergistic toxic 
effect at 30°C, whereas total growth arrest is observed at 37°C [36]. 
Our goal now was to identify genes which expression in this model 
would lead to growth recovery, thus eliminating the observed 
toxicity. Transformation of the yeast strain co-expressing ASYN 
and tau with a vector harbouring the gene(s) able to eliminate this 
synergistic effect should lead to growth recovery. The tiling 
collection was transformed into our yeast model, followed by 
incubation in inducible solid media at 35°C. At this intermediate 
temperature, only cells with decreased cytotoxicity are able to 
survive. A total of three transformations resulted in 6 surviving 
colonies showing phenotype rescue by dot spot growth assay 
(Figure 1,A).  In order to rule out a beneficial effect resulting from 
decreased expression of either ASYN or tau, the level of both 
proteins was evaluated by western blot (Figure 1,B). No significant 
differences in ASYN or tau proteins levels were observed for the 6 
colonies that showed growth recovery upon transformation if 
compared with levels of the original yeast strain.
  The plasmids carried by the recovering colonies were extracted 
and sequenced to identify the exact genomic fragments leading to 
phenotype rescue. According to the information provided by the 
tiling collection manufacturer, the 6 selected plasmids 
corresponded to 5 different vectors with a total number of 25 
complete genes. Colonies 5 and 6 were carrying the same plasmid. 
Notably, the 25 genes identified included 4 genes with human 
ortholog, 4 dubious ORFs and 4 genes of unknown function (Table 
2). The other 13 genes encompass many different molecular 
mechanisms ranging from cell wall assembly to gene expression.
  Taking in consideration the gene function and the respective 
intracellular protein localization, 19 coding sequences (CDS) were 
selected for PCR amplification (Table 3). Preference was given to 
the genes having a human ortholog or linked to the typical 
neurodegenerative molecular mechanisms such as DNA damage, 
cell signalling and mitochondria activity.Selected CDS were added 
of a C-terminal FLAG epitope and individually sub-cloned into the 
p413 plasmid under the inducible Gal1 promoter. Each of the 
resulting vectors was then transformed into the yeast strain co-
expressing ASYN and tau and growth ability tests were performed 
in order to identify the genes that, when expressed independently, 
were able to lead to phenotype recovery. Protein expression was 
then evaluated by immunoblotting using the anti-FLAG antibody 
(Figure 2).
  Upon transformation, none of the constructs tested displayed 
beneficial effect for the cell viability (Figure 2,A) and protein 
expression was detectable by immunoblotting only in 8 samples 
(Figure 2,B). To further explore potential beneficial effect of the 
selected CDS that might be related to the protein expression level, 
we also used the constitutive GDP promoter to drive the 
expression of the selected CDS. The CDS of the constructs in 
which protein expression was detectable by immunoblotting were 
sub-cloned into the p413 GPD vector and transformed into the 
yeast strain co-expressing ASYN and tau. Again, by growth ability 
test no phenotype recovery was observed and protein expression 
was detectable in all the samples tested except in the strain 
transformed with the vector carrying the EXG2 CDS (data not shown). 
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contained plasmid (Qiagen, Plasmid Mini Kit) and then sequenced 
to identify the genomic fragments carried by each clone. The 
selected CDS of the corresponding genes identified upon 
sequencing were then amplified by PCR, C-terminal FLAG epitope 
tagged and cloned into the p413 Gal1 or GPD (ATCC-87326; 
87354) using the following primers (Table 1). Both ttransformation 
of yeast the strains with the resultants p413 vectors and 
transformants colony selection were performed using the lithium 
acetate method as described in [37].
Table 1: Sequences of the primers used for the single CDS cloning and 
respective cloning sites. 
Results
To identify potential target genes able to interfere with the 
synergistic toxic effect mediated by the concomitant expression of 
ASYN and tau we used the “Yeast Genomic Tiling Collection Assay 
Ready DNA”. The collection consists of over 1500 clones each 
containing a unique segment of the yeast S. cerevisiae genome in an 
E. coli-yeast shuttle vector provided as DNA pooled into one single 
tube. These plasmid clones represent a unique and virtually 
complete overlapping clone collection of the entire S. cerevisiae 
genome. This clone collection constitutes a “minimal functional 
pathway” through the yeast genome and represents ~97% of the 
length of the yeast genome at the physical level and ~95% of the 
genome at the functional level [28].
Our first experimental approach to validate the single genes 
responsible for growth recovery was non successful and for many 
of the constructs tested protein expression was not detectable by 
anti-FLAG immunoblotting. However, these preliminary results 
suggest that to validate our data we might need to use other kind of 
constructs more similar to the collection vector in order to have an 
appropriate and functional protein expression. 
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Figure 1: Transformants colonies viability assay. A) Six surviving colonies showing phenotype rescue by dot spots were identified upon transformation of 
the strain co-expressing ASYN WT and tau WT with the tiling collection. B) ASYN and tau protein levels remain similar between the reference strain (ASYN 
WT+Tau WT) alone or transformed with the tiling collection. The GAPDH level is increased in the Col1 as this strain is carrying the tiling collection vector 
containing the TDH3 gene, the yeast ortholog of the human GAPDH (Table 1). Results are representative of three independent experiments.
Table 2: Tiling collection vector identification. Upon sequencing 5 different vectors were identified with a total number of 25 complete genes, included 4 
genes with human ortholog, 4 dubious ORFs and 4 genes of unknown function.
Table 3: Genes individually tested. Summary of the individually cloned genes, intracellular protein localization, functions and promoters tested.
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Figure 2: Screening viability assay. A) No phenotype rescue observed by dot spots upon transformation of the strain co-expressing ASYN WT and tau WT 
with the p413 Gal1 vector harbouring the 19 selected CDS. B) Protein expression was detectable by anti-FLAG immunoblotting only in 8 samples (in red), 
* corresponds to an unspecific band. Results are representative of three independent experiments.
Target Genes Identification by GWS Assay
Since our integrative yeast strain co-expressing ASYN and tau 
shows a strong and reproducible growth delay both in solid and 
liquid media [36], the model was also used to perform an HTS 
assay to identify natural extracts able to interfere with the observed 
synergistic toxic effect. The test collection was LUSOEXTRACT, a 
Portuguese natural heritage composed of 1206 organisms isolated 
from unique Portuguese terrestrial and aquatic ecosystems. From 
this collection, 1016 are microorganisms and 190 are marine 
invertebrates. All organisms that constitute the LUSOEXTRACT 
collection were obtained from collaborations between Bioalvo and 
the major Portuguese Universities and research centers, such as 
Faculdade de Ciências da Universidade de Lisboa (FCUL), 
Faculdade de Ciências e Tecnologia da Universidade Nova de 
Lisboa (FCT-UNL), Centro de Ciências do Mar da Universidade 
do Algarve (CCMAR), Universidade de Aveiro (UA), Faculdade de 
Ciências da Universidade do Porto (FCUP) and Instituto de 
Biologia Molecular e Celular (IBMC). A total of 3932 crude 
extracts were tested in this screening: 1094 methanol extracts, 942 
dichloromethane extracts, 916 hexane extracts, 240 water extracts 
and 740 ethyl acetate extracts.
The integrative yeast strain co-expressing ASYN WT and tau 
WT (target) was used for the screening of the 3932 extracts. The 
target strain was grown in 96-well plates with 200 µl of liquid 
media at 30°C and, as expected, displayed a marked growth delay 
in comparison with the control strain carrying empty the vectors 
(control) (Figure 3). The goal of the screening was to identify 
natural extracts able to restore the growth of the target strain to 
levels closer to the ones of the control strain. The threshold OD600 
value defined for classifying extracts as hits was: MAX + STDEV. 
MAX represents the maximum OD600 value measured of the 
target strain and STDEV is the standard deviation of all the OD600 
values of the same strain. The time point chosen for hits picking 
was 60 hours, at this time the probability to pick false positive 
extracts is very poor as the control strain is already in stationary 
phase, the target strain is growing slowly and the threshold value is 
stable. Extracts resulting in OD600 value at 60 hours higher than 
this threshold were considered as hits (Figure 3). The Z factor 
calculated in the validation assay had a value of 0,79, which reflects 
the robustness of the platform and validates our system as a potent 
tool for HTS.
In the primary screening assay the LUSOEXTRACT crude 
extracts were added to the wells containing the target strain at a 
final concentration of 0,5 mg/ml and upon data analysis a total of 
38 extracts out of the 3932 tested were classified as hits. In the 
secondary screening, the identified hits were re-tested in a 
confirmatory dose-response assay using four different final 
concentrations: 0,125 - 0,25 - 0,5 and 0,75 mg/ml. In this assay the 
control strain was used to test the hits at the higher concentration 
of 0,75 mg/ml in order in order to identify (and subsequently 
exclude) eventual false positives able to enhance the growth of 
yeast strains. Results obtained were analysed according to the same 
parameters used in the primary screening and 17 out of the 38 hits 
identified in the primary screening were re-confirmed. However, 4 
hits also increased the growth of the control strain, thus they were 
excluded from the final readout which consists in 13 confirmed 
hits. To classify the hits, a ranking was established: very good (hits 
showing growth recovery for at least three concentrations), good 
(hits showing growth recovery for two concentrations) and weak 
(hits showing growth recovery for only one concentration) (Table 
4). In order to rule out a beneficial effect on cell growth resulting 
from decreased expression of either ASYN or tau, the level of both 
proteins in yeast cells treated with the hit extracts was evaluated by 
western blot. No significant differences in ASYN or tau proteins 
levels were observed upon treatment with most of the extracts that 
showed growth recovery. However, a slight decrease in ASYN 
protein level was observed in the samples treated with extracts N°9 
and N°13 (Figure 4).
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Figure 3: Example of a hit identification. The threshold chosen for hits 
determination was calculated as MAX + STDEV at 60 hours. Extracts 
resulting in OD600 values at 60 hours higher than this threshold were 
considered as hits.
Figure 4: Protein expression analysis of the target strain treated with the hit extracts. ASYN and tau protein level remains constant in the samples threated 
with the extracts identified as hits at 0.5 mg/ml. Exception was observed upon treatment with the extracts N°9 and N°13 that showed a slight decrease in the 
ASYN protein level.
Table 4: Extracts re-confirmed as hits. Summary of the hits identified the 
corresponding organism, specie and ranking.
Interestingly, two of the confirmed hits correspond to extracts 
of Calliactis parasitica that produces neurotoxins such as Cpl and 
Calitoxin (CLX) [41,42]. Other relevant specie, Rhodopirelulla 
baltica, is able to degrade sulphated polymeric carbon in the 
marine environment [43]. Thus, our HTS resulted in 11 confirmed 
natural extracts hits coming from the unique Portuguese 
LUSOEXCTRAC collection, that have the potential to be further 
explored in other ASYN-tau disease related models
Discussion
Synucleinopathies and tauopathies regroup a wide number of 
neurodegenerative disorders such as AD and PD [1-3]. 
Synucleinopathies are characterized by the presence of Lewy 
bodies mainly composed by the presynaptic ASYN protein [10] 
whereas the pathological hallmark of tauopathies consists in the 
presence of neurofibrillary tangles positive for 
hyperphosphorylated tau protein [4-6]. Interactions between 
ASYN and tau have been shown to occur in several 
neurodegenerative disease models, suggesting that a synergistic 
neurotoxic effect might exist [11-16]. However, the mechanisms 
leading to cell death related to ASYN and tau interactions are still 
elusive. Yeast cells have been proven to be a powerful model to get 
insight into neurodegenerative disorders [30-32] and are largely 
used in genome-wide screening and high-throughput screening 
assay [24-29]. In our previous study we developed and 
characterized a stable yeast model in which the co-expression of 
the human ASYN and tau protein is synergistically cytotoxic [36]. 
Here, we used this model to perform a GWS and HTS assays 
in order to identify both target genes and natural extracts able to 
interfere with the cytotoxic effect observed.
The GWS assay was performed in solid media using the “Yeast 
Genomic Tiling Collection Assay Ready DNA” consisting of about 
1500 clones, each containing a unique segment of the yeast S. 
cerevisiae genome in an E. coli-yeast shuttle vector provided as 
DNA pooled into one single tube [28]. Upon transformation of the 
yeast strain co-expressing ASYN and tau with the collection pooled 
clones, we were able to identify 6 surviving colonies showing 
phenotype recovery. The phenotype rescue was an effect completely 
mediated by the overexpression of S. cerevisiae genomic fragments 
and thus linked to the genes contained into, since the protein 
expression levels of ASYN and tau remained comparable between 
the yeast strains with or without collection vectors. To identify the 
genomic fragment contained in each surviving colony we extracted 
and sequenced the respective vectors. Data analysis revealed 5 
different genomic fragments with a total number of 25 complete 
genes. To further validate our results discovering the genes 
responsible for growth recovery we decided to test individually 
each single gene and considering the gene function and cellular 
localization we selected 19 primary target CDS. We started the 
validation by cloning the selected FLAG-tagged CDS in a new 
vector under the inducible Gal1 or constitutive GPD promoter. 
However upon transformation none of the constructs tested 
showed growth recovery and in most of the samples protein 
expression was not detectable by anti-FLAG immunoblotting. 
These preliminary results suggest that to have a functional 
protein expression, comparable with the collection vector, and 
thus observe growth recovery, we might need to use other constructs
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7harbouring the endogenous promoter in combination with the 
respective complete ORF.   It is also plausible that the phenotype 
rescue could be mediated not only by one single gene but it might 
be the resultant of cooperation between two or more genes carried 
in the same collection vector. However, the identification of 
genomic fragments that, when overexpressed, are able to strongly 
increase the cells lifespan, deserves further attention to uncover 
new genes and pathways that might be targeted for the treatment of 
neurodegenerative disorders.
The high stability of our model in combination with a 
reproducible strong growth delay also in liquid media [36], allowed 
us to perform a HTS assay using our in house LUSOEXCTRACT 
collection. The aim of the screening was to identify natural extracts 
able to enhance the cell growth of the yeast strain co-expressing the 
ASYN and tau protein. The screening was performed using an 
automated workstation and divided in two steps. In the first step 
the natural extracts were tested in a single dose and upon data 
analysis a total number of 38 extracts out of the 3932 tested were 
classified as hits. In the second step the 38 hits were re-tested in a 
confirmatory dose-response assay and data analysis resulted in 13 
confirmed hits. A further validation assay was than performed to 
evaluate if the growth recovery resulted from decreased ASYN or 
tau protein expression levels and a slight decrease in ASYN protein 
level was observed in the samples treated with 2 out of the 13 
confirmed hits. The final readout of our HTS assay resulted in 11 
natural extracts able to alleviate the cytotoxic effect mediated by the 
concomitant expression of the human ASYN and tau proteins.
In summary, the high phenotype reproducibility makes our yeast 
model a powerful tool to perform various preliminary screening 
assays. In this study, the model versatility allowed us to identify a 
group of 25 potential target genes and 11 natural extracts, coming 
from organisms isolated from unique Portuguese terrestrial and 
aquatic ecosystems, which might be relevant for future therapeutic 
intervention strategies.
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Chapter III. General discussion, Future 
Perspectives and Conclusions 
1. Discussion
In the last century the number of people affected by neurodegenerative 
disorders causing dementia in developed and developing countries is increasing 
year after year, mainly as consequence of increased life expectancy [1-3]. The 
term synucleinopathies regroups different neurodegenerative disorders 
characterized by the presence of insoluble fibrillary aggregates of ASYN protein, 
called Lewy bodies. This group of disorders includes Parkinson’s disease, many 
cases of Alzheimer’s disease (called Lewy bodies variant of Alzheimer’s 
disease), Multiple System Atrophy, dementia with neurofibrillary tangles, 
neurodegeneration with brain iron accumulation type I, pure autonomic failure 
and a subtype of essential tremor [194,195]. Likewise, the term tauopathies 
represent another group of neurodegenerative disorders also characterized by the 
presence of neurofibrillary tangles labelling positive for tau protein [62]. 
Pathologies such as Alzheimer’s disease, frontotemporal lobar degeneration, 
progressive supranuclear palsy and corticobasal degeneration are all examples of 
tauopathies [62]. Taken together, synucleinopathies and tauopathies account for 
about 70% of diseases causing dementia [1-3]. The indication of a potential 
synergistic neurotoxic effect between synucleinopathies and tauopathies rised up 
when in patients’ brains ASYN was found within neurofibrillary tangles and tau 
within Lewy bodies [473-478]. Further investigations demonstrated a direct 
binding between ASYN and tau and the ability to promote each other’s 
fibrillization [250,324,479-481]. Most importantly a synergistic cytotoxic effect 
upon co-expression of ASYN and tau has been reported both in mammalian and 
yeast models [347,482]. 
Given the devastating nature of neurodegenerative disorders and the lack of 
causal therapies, there is great need for finding effective treatments. Uncovering 
novel targets in the continuous search for new therapeutic treatments will enable 
us to move forward towards the development of more effective therapies against 
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the devastating disorders affecting the nervous system. In the work described in 
this thesis, we used yeast as a model system to reproduce and characterize the 
synergistic cytotoxic effect mediated by the co-expression of the human ASYN 
and tau proteins. The model was then used as a tool for the discovery of genes 
and compounds that mediate the toxic interaction between ASYN and tau 
opening up new targets for therapeutic intervention.
We started by promoting the expression of ASYN and tau in yeast from a 
bidirectional episomal vector. Our results showed that the presence of ASYN 
affected the solubility of tau increasing the fraction of insoluble/aggregated 
protein. Since tau phosphorylation is known to lead to the formation of insoluble 
tau aggregates and the pathological phospho-epitope S396/404 is a typical 
GSK3B substrate, already shown to be a target for tau phosphorylation in yeast, 
we analysed the tau phosphorylation at this specific epitope [470,503-507]. We 
showed that the presence of ASYN leads to increased tau phosphorylation at 
S396/404 via Rim11, the yeast ortholog of GSK3B. However, despite the 
enhanced phosphorylation and aggregation of tau promoted by co-expression of 
ASYN, no evident synergistic toxic effect was detected in this yeast strain.  
Looking for a synergistic cytotoxicity, we next evaluated the co-expression of 
ASYN and tau making use of a different experimental approach, based on the 
stable integration of one copy of each human transgene in the yeast genome. In 
this strain was achieved a strong synergistic toxic effect in yeast growth in 
association with the presence of insoluble/aggregated tau and increased 
phosphorylation of tau at S396/404 via Rim11 as a consequence of stimulation 
by ASYN. Importantly, the synergistic cytotoxicity is abrogated upon RIM11 
removal, thus validating our double transgenic model. Our results suggest that the 
synergistic cytotoxic effect might be the resultant of enhanced ASYN mediated 
tau phosphorylation at S396/404 that might give rise to potential cytotoxic 
oligomeric tau species. This is the first evidence that ASYN is able to induce tau 
phosphorylation and aggregation in yeast, proving that yeast 
recapitulates the reported mechanism through which ASYN stimulates 
GSK3B leading to phosphorylation of tau at pathogenic epitopes [484,485]. 
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The yeast models presented here are powerful tools for rapid screening assays. In 
particular the integrative double transgenic yeast strain showing a strong 
synergistic toxic effect both in solid and liquid media was used to perform GWS 
and HTS assays to identify genes and compounds able to modulate the cytotoxic 
interactions between ASYN and tau proteins.
The GWS assay was performed using the “Yeast Genomic Tiling Collection 
Assay Ready DNA” consisting of about 1500 clones, each containing a unique 
segment of the yeast S. cerevisiae genome in an E. coli-yeast shuttle vector 
provided as DNA pooled into one single tube [495]. The screening resulted in 
the selection of 5 different S. cerevisiae genomic fragments that, when 
over-expressed, are able to increase the cells lifespan. Within these fragments a 
total number of 25 different complete genes have been identified. We next 
tried to discover the genes that, when expressed independently, were 
responsible for growth recovery. However, our first experimental approach was 
not successful as none of the single gene tested showed growth recovery 
and in most of the samples protein expression was not detectable. In this step, 
it is plausible that we might use other kind of constructs more similar to the 
collection vector in order to have an appropriate functional protein expression 
and thus growth recovery. It is also plausible that the phenotype rescue could 
be mediated not only by one single gene but it might be the resultant of 
cooperation between two or more genes carried in the same collection vector.  
The high stability of our model in combination with a reproducible strong growth 
delay also in liquid media, allowed us to perform a HTS assay using our in house 
LUSOEXCTRACT collection. This collection is a Portuguese natural heritage 
consisting in 3932 natural extracts coming from 1206 organisms isolated in the 
unique Portuguese terrestrial and aquatic ecosystems. The screening was divided 
in two steps. In the first step the natural extracts were tested in a single dose and 
upon data analysis a total number of 38 extracts were classified as hits. In the 
second step the hits were re-tested in a confirmatory dose-response assay and 
data analysis resulted in 13 confirmed hits. A further validation assay was than 
performed to evaluate if the growth recovery resulted from decreased ASYN or 
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tau protein expression levels. The final readout resulted in 11 natural extracts 
able to alleviate the cytotoxic effect mediated by the concomitant expression of 
the human ASYN and tau proteins. 
In summary, the power of our yeast model allowed us to perform both GWS and 
HTS assays. The identification of genomic fragments that, when overexpressed, 
are able to strongly enhance the cells resistance to the ASYN and tau mediated 
cytotoxicity deserves further attention to uncover new genes and pathways that 
might be targeted for the treatment of neurodegenerative disorders. On the other 
hand, the 11 natural extracts confirmed as hits have the potential to be further 
explored in other ASYN-tau disease related models and developed to be used in 
the pharmacological treatments of patients affected by neurodegeneration. 
2. Conclusions
Neurodegenerative brain diseases constitute a major health problem in 
Europe, and their impact on public health and society is increasing with the aging 
of the population. Various cellular and animal models of synucleinopathies and 
tauopathies have been created, showing neuronal and neurological dysfunction or 
emulating the physiopathology of neurodegenerative disorders. Despite these 
important insights, significant gaps in our understanding on ASYN and tau 
interactions and their relationship to the diseases progression still exist. 
Currently, there are no causal treatments available for PD, AD and other 
synucleinopathies or tauopathies. Therefore, novel therapeutic strategies need to 
be developed for these disease states.  
Budding yeast have been successfully used to perform studies on 
neurodegenerative disorders that have resulted in the identification of several 
promising therapeutic drugs and targets. In this study we developed a yeast based 
screening platform to identify both genes and natural extracts able to interfere 
with synergistic cytotoxic effects mediated by the interaction of ASYN and tau. 
The identifications of modulators of ASYN and tau mediated synergistic toxicity 
might be not only relevant for academic groups working on neurodegeneration, 
but also for companies engaged in CNS drug discovery. Hopefully, our work will 
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impact patients, their families and care-takers significantly, however, would 
certainly need at least another 10 years to reach the patients. 
74
References 
1. Cowan WM, Kandel ER (2001) Prospects for neurology and psychiatry. JAMA 285: 594-600.
2. Ferri CP, Prince M, Brayne C, Brodaty H, Fratiglioni L, et al. (2005) Global prevalence of dementia: a
Delphi consensus study. Lancet 366: 2112-2117. 
3. Kalaria RN, Maestre GE, Arizaga R, Friedland RP, Galasko D, et al. (2008) Alzheimer's disease and
vascular dementia in developing countries: prevalence, management, and risk factors. Lancet 
Neurol 7: 812-826. 
4. Yankner BA, Lu T, Loerch P (2008) The aging brain. Annu Rev Pathol 3: 41-66.
5. Palop JJ, Chin J, Mucke L (2006) A network dysfunction perspective on neurodegenerative diseases.
Nature 443: 768-773. 
6. Bredesen DE, Rao RV, Mehlen P (2006) Cell death in the nervous system. Nature 443: 796-802.
7. Rubinsztein DC (2006) The roles of intracellular protein-degradation pathways in neurodegeneration.
Nature 443: 780-786. 
8. Lin MT, Beal MF (2006) Mitochondrial dysfunction and oxidative stress in neurodegenerative diseases.
Nature 443: 787-795. 
9. Taylor JP, Hardy J, Fischbeck KH (2002) Toxic proteins in neurodegenerative disease. Science 296:
1991-1995. 
10. Lansbury PT, Lashuel HA (2006) A century-old debate on protein aggregation and neurodegeneration
enters the clinic. Nature 443: 774-779. 
11. Albert M, Duffy FH, Naeser M (1987) Nonlinear changes in cognition with age and their
neuropsychologic correlates. Can J Psychol 41: 141-157. 
12. Craik FI, Moscovitch M, McDowd JM (1994) Contributions of surface and conceptual information to
performance on implicit and explicit memory tasks. J Exp Psychol Learn Mem Cogn 20: 864-875. 
13. Zelinski EM, Burnight KP (1997) Sixteen-year longitudinal and time lag changes in memory and
cognition in older adults. Psychol Aging 12: 503-513. 
14. Petersen RC, Smith G, Kokmen E, Ivnik RJ, Tangalos EG (1992) Memory function in normal aging.
Neurology 42: 396-401. 
15. Montgomery EB, Jr., Koller WC, LaMantia TJ, Newman MC, Swanson-Hyland E, et al. (2000) Early
detection of probable idiopathic Parkinson's disease: I. Development of a diagnostic test 
battery. Mov Disord 15: 467-473. 
16. Williams LM, Brown KJ, Palmer D, Liddell BJ, Kemp AH, et al. (2006) The mellow years?: neural basis
of improving emotional stability over age. J Neurosci 26: 6422-6430. 
17. Persson J, Sylvester CY, Nelson JK, Welsh KM, Jonides J, et al. (2004) Selection requirements during
verb generation: differential recruitment in older and younger adults. Neuroimage 23: 1382-
1390. 
18. Logan JM, Sanders AL, Snyder AZ, Morris JC, Buckner RL (2002) Under-recruitment and nonselective
recruitment: dissociable neural mechanisms associated with aging. Neuron 33: 827-840. 
19. Remy F, Mirrashed F, Campbell B, Richter W (2004) Mental calculation impairment in Alzheimer's
disease: a functional magnetic resonance imaging study. Neurosci Lett 358: 25-28. 
20. Hedden T, Gabrieli JD (2004) Insights into the ageing mind: a view from cognitive neuroscience. Nat
Rev Neurosci 5: 87-96. 
21. Liu X, Erikson C, Brun A (1996) Cortical synaptic changes and gliosis in normal aging, Alzheimer's
disease and frontal lobe degeneration. Dementia 7: 128-134. 
22. Lu T, Pan Y, Kao SY, Li C, Kohane I, et al. (2004) Gene regulation and DNA damage in the ageing
human brain. Nature 429: 883-891. 
23. Agha F, Sadaruddin A, Ghafoor A (1992) Immunoglobulins and serum proteins in toxoplasmosis. J
Pak Med Assoc 42: 42-43. 
24. Hebert LE, Scherr PA, Beckett LA, Albert MS, Pilgrim DM, et al. (1995) Age-specific incidence of
Alzheimer's disease in a community population. JAMA 273: 1354-1359. 
25. Bradshaw J, Saling M, Hopwood M, Anderson V, Brodtmann A (2004) Fluctuating cognition in
dementia with Lewy bodies and Alzheimer's disease is qualitatively distinct. J Neurol Neurosurg 
Psychiatry 75: 382-387. 
26. Walker MP, Ayre GA, Cummings JL, Wesnes K, McKeith IG, et al. (2000) Quantifying fluctuation in
dementia with Lewy bodies, Alzheimer's disease, and vascular dementia. Neurology 54: 1616-
1625. 
75
27. Walker MP, Ayre GA, Cummings JL, Wesnes K, McKeith IG, et al. (2000) The Clinician Assessment of 
Fluctuation and the One Day Fluctuation Assessment Scale. Two methods to assess fluctuating 
confusion in dementia. Br J Psychiatry 177: 252-256. 
28. Blanchet PJ (2003) Antipsychotic drug-induced movement disorders. Can J Neurol Sci 30 Suppl 1: 
S101-107. 
29. Gilbert DL (2008) Drug-induced movement disorders in children. Ann N Y Acad Sci 1142: 72-84. 
30. Martino D, Giovannoni G (2005) Autoaggressive immune-mediated movement disorders. Adv Neurol 
96: 320-335. 
31. Janus C, Pearson J, McLaurin J, Mathews PM, Jiang Y, et al. (2000) A beta peptide immunization 
reduces behavioural impairment and plaques in a model of Alzheimer's disease. Nature 408: 
979-982. 
32. Masliah E, Rockenstein E, Adame A, Alford M, Crews L, et al. (2005) Effects of alpha-synuclein 
immunization in a mouse model of Parkinson's disease. Neuron 46: 857-868. 
33. Martin-Aparicio E, Yamamoto A, Hernandez F, Hen R, Avila J, et al. (2001) Proteasomal-dependent 
aggregate reversal and absence of cell death in a conditional mouse model of Huntington's 
disease. J Neurosci 21: 8772-8781. 
34. Santacruz K, Lewis J, Spires T, Paulson J, Kotilinek L, et al. (2005) Tau suppression in a 
neurodegenerative mouse model improves memory function. Science 309: 476-481. 
35. Chin J, Palop JJ, Puolivali J, Massaro C, Bien-Ly N, et al. (2005) Fyn kinase induces synaptic and 
cognitive impairments in a transgenic mouse model of Alzheimer's disease. J Neurosci 25: 9694-
9703. 
36. Palop JJ, Jones B, Kekonius L, Chin J, Yu GQ, et al. (2003) Neuronal depletion of calcium-dependent 
proteins in the dentate gyrus is tightly linked to Alzheimer's disease-related cognitive deficits. 
Proc Natl Acad Sci U S A 100: 9572-9577. 
37. Palop JJ, Chin J, Bien-Ly N, Massaro C, Yeung BZ, et al. (2005) Vulnerability of dentate granule cells to 
disruption of arc expression in human amyloid precursor protein transgenic mice. J Neurosci 
25: 9686-9693. 
38. Dickey CA, Loring JF, Montgomery J, Gordon MN, Eastman PS, et al. (2003) Selectively reduced 
expression of synaptic plasticity-related genes in amyloid precursor protein + presenilin-1 
transgenic mice. J Neurosci 23: 5219-5226. 
39. Lacor PN, Buniel MC, Chang L, Fernandez SJ, Gong Y, et al. (2004) Synaptic targeting by Alzheimer's-
related amyloid beta oligomers. J Neurosci 24: 10191-10200. 
40. Verdier Y, Zarandi M, Penke B (2004) Amyloid beta-peptide interactions with neuronal and glial cell 
plasma membrane: binding sites and implications for Alzheimer's disease. J Pept Sci 10: 229-
248. 
41. Cotman CW, Hailer NP, Pfister KK, Soltesz I, Schachner M (1998) Cell adhesion molecules in neural 
plasticity and pathology: similar mechanisms, distinct organizations? Prog Neurobiol 55: 659-
669. 
42. Wang Q, Walsh DM, Rowan MJ, Selkoe DJ, Anwyl R (2004) Block of long-term potentiation by 
naturally secreted and synthetic amyloid beta-peptide in hippocampal slices is mediated via 
activation of the kinases c-Jun N-terminal kinase, cyclin-dependent kinase 5, and p38 mitogen-
activated protein kinase as well as metabotropic glutamate receptor type 5. J Neurosci 24: 
3370-3378. 
43. Snyder EM, Nong Y, Almeida CG, Paul S, Moran T, et al. (2005) Regulation of NMDA receptor 
trafficking by amyloid-beta. Nat Neurosci 8: 1051-1058. 
44. Oddo S, LaFerla FM (2006) The role of nicotinic acetylcholine receptors in Alzheimer's disease. J 
Physiol Paris 99: 172-179. 
45. Xie CW (2004) Calcium-regulated signaling pathways: role in amyloid beta-induced synaptic 
dysfunction. Neuromolecular Med 6: 53-64. 
46. Haddad JJ (2004) Mitogen-activated protein kinases and the evolution of Alzheimer's: a 
revolutionary neurogenetic axis for therapeutic intervention? Prog Neurobiol 73: 359-377. 
47. Lee G (2005) Tau and src family tyrosine kinases. Biochim Biophys Acta 1739: 323-330. 
48. Giese KP, Ris L, Plattner F (2005) Is there a role of the cyclin-dependent kinase 5 activator p25 in 
Alzheimer's disease? Neuroreport 16: 1725-1730. 
49. Hsia AY, Masliah E, McConlogue L, Yu GQ, Tatsuno G, et al. (1999) Plaque-independent disruption of 
neural circuits in Alzheimer's disease mouse models. Proc Natl Acad Sci U S A 96: 3228-3233. 
76
50. Mucke L, Masliah E, Yu GQ, Mallory M, Rockenstein EM, et al. (2000) High-level neuronal expression 
of abeta 1-42 in wild-type human amyloid protein precursor transgenic mice: synaptotoxicity 
without plaque formation. J Neurosci 20: 4050-4058. 
51. Moolman DL, Vitolo OV, Vonsattel JP, Shelanski ML (2004) Dendrite and dendritic spine alterations in 
Alzheimer models. J Neurocytol 33: 377-387. 
52. Kelly BL, Vassar R, Ferreira A (2005) Beta-amyloid-induced dynamin 1 depletion in hippocampal 
neurons. A potential mechanism for early cognitive decline in Alzheimer disease. J Biol Chem 
280: 31746-31753. 
53. Prinz AA, Bucher D, Marder E (2004) Similar network activity from disparate circuit parameters. Nat 
Neurosci 7: 1345-1352. 
54. Edelman GM, Gally JA (2001) Degeneracy and complexity in biological systems. Proc Natl Acad Sci U 
S A 98: 13763-13768. 
55. Bertram L, Tanzi RE (2005) The genetic epidemiology of neurodegenerative disease. J Clin Invest 115: 
1449-1457. 
56. Farzan M, Schnitzler CE, Vasilieva N, Leung D, Choe H (2000) BACE2, a beta -secretase homolog, 
cleaves at the beta site and within the amyloid-beta region of the amyloid-beta precursor 
protein. Proc Natl Acad Sci U S A 97: 9712-9717. 
57. Wolfe MS, Xia W, Ostaszewski BL, Diehl TS, Kimberly WT, et al. (1999) Two transmembrane 
aspartates in presenilin-1 required for presenilin endoproteolysis and gamma-secretase 
activity. Nature 398: 513-517. 
58. Selkoe DJ (2004) Alzheimer disease: mechanistic understanding predicts novel therapies. Ann Intern 
Med 140: 627-638. 
59. Kidd M (1963) Paired helical filaments in electron microscopy of Alzheimer's disease. Nature 197: 
192-193. 
60. Liu F, Iqbal K, Grundke-Iqbal I, Hart GW, Gong CX (2004) O-GlcNAcylation regulates phosphorylation 
of tau: a mechanism involved in Alzheimer's disease. Proc Natl Acad Sci U S A 101: 10804-
10809. 
61. Dauer W, Przedborski S (2003) Parkinson's disease: mechanisms and models. Neuron 39: 889-909. 
62. Spillantini MG, Goedert M (2013) Tau pathology and neurodegeneration. Lancet Neurol 12: 609-622. 
63. Lotharius J, Brundin P (2002) Impaired dopamine storage resulting from alpha-synuclein mutations 
may contribute to the pathogenesis of Parkinson's disease. Hum Mol Genet 11: 2395-2407. 
64. Singleton AB, Farrer M, Johnson J, Singleton A, Hague S, et al. (2003) alpha-Synuclein locus 
triplication causes Parkinson's disease. Science 302: 841. 
65. Kopito RR (2000) Aggresomes, inclusion bodies and protein aggregation. Trends Cell Biol 10: 524-
530. 
66. Di Carlo M, Giacomazza D, San Biagio PL (2012) Alzheimer's disease: biological aspects, therapeutic 
perspectives and diagnostic tools. J Phys Condens Matter 24: 244102. 
67. Voisine C, Pedersen JS, Morimoto RI (2010) Chaperone networks: tipping the balance in protein 
folding diseases. Neurobiol Dis 40: 12-20. 
68. Walker LC, LeVine H, 3rd (2012) Corruption and spread of pathogenic proteins in neurodegenerative 
diseases. J Biol Chem 287: 33109-33115. 
69. Caughey B, Lansbury PT (2003) Protofibrils, pores, fibrils, and neurodegeneration: separating the 
responsible protein aggregates from the innocent bystanders. Annu Rev Neurosci 26: 267-298. 
70. Jellinger KA (2009) Formation and development of Lewy pathology: a critical update. J Neurol 256 
Suppl 3: 270-279. 
71. Spires-Jones TL, Stoothoff WH, de Calignon A, Jones PB, Hyman BT (2009) Tau pathophysiology in 
neurodegeneration: a tangled issue. Trends Neurosci 32: 150-159. 
72. Alzheimer A, Stelzmann RA, Schnitzlein HN, Murtagh FR (1995) An English translation of Alzheimer's 
1907 paper, "Uber eine eigenartige Erkankung der Hirnrinde". Clin Anat 8: 429-431. 
73. Hsiao K, Prusiner SB (1991) Molecular genetics and transgenic model of Gertsmann-Straussler-
Scheinker disease. Alzheimer Dis Assoc Disord 5: 155-162. 
74. Kitada T, Asakawa S, Hattori N, Matsumine H, Yamamura Y, et al. (1998) Mutations in the parkin 
gene cause autosomal recessive juvenile parkinsonism. Nature 392: 605-608. 
75. Rosen AD (1978) Amyotrophic lateral sclerosis. Clinical features and prognosis. Arch Neurol 35: 638-
642. 
77
76. Terry RD, Masliah E, Salmon DP, Butters N, DeTeresa R, et al. (1991) Physical basis of cognitive 
alterations in Alzheimer's disease: synapse loss is the major correlate of cognitive impairment. 
Ann Neurol 30: 572-580. 
77. Lemere CA, Blusztajn JK, Yamaguchi H, Wisniewski T, Saido TC, et al. (1996) Sequence of deposition 
of heterogeneous amyloid beta-peptides and APO E in Down syndrome: implications for initial 
events in amyloid plaque formation. Neurobiol Dis 3: 16-32. 
78. Dickson DW, Crystal HA, Mattiace LA, Masur DM, Blau AD, et al. (1992) Identification of normal and 
pathological aging in prospectively studied nondemented elderly humans. Neurobiol Aging 13: 
179-189. 
79. Lin X, Parisiadou L, Gu XL, Wang L, Shim H, et al. (2009) Leucine-rich repeat kinase 2 regulates the 
progression of neuropathology induced by Parkinson's-disease-related mutant alpha-synuclein. 
Neuron 64: 807-827. 
80. Xia H, Mao Q, Eliason SL, Harper SQ, Martins IH, et al. (2004) RNAi suppresses polyglutamine-
induced neurodegeneration in a model of spinocerebellar ataxia. Nat Med 10: 816-820. 
81. Zu T, Duvick LA, Kaytor MD, Berlinger MS, Zoghbi HY, et al. (2004) Recovery from polyglutamine-
induced neurodegeneration in conditional SCA1 transgenic mice. J Neurosci 24: 8853-8861. 
82. Slow EJ, Graham RK, Osmand AP, Devon RS, Lu G, et al. (2005) Absence of behavioral abnormalities 
and neurodegeneration in vivo despite widespread neuronal huntingtin inclusions. Proc Natl 
Acad Sci U S A 102: 11402-11407. 
83. Arrasate M, Mitra S, Schweitzer ES, Segal MR, Finkbeiner S (2004) Inclusion body formation reduces 
levels of mutant huntingtin and the risk of neuronal death. Nature 431: 805-810. 
84. Morgan D, Diamond DM, Gottschall PE, Ugen KE, Dickey C, et al. (2000) A beta peptide vaccination 
prevents memory loss in an animal model of Alzheimer's disease. Nature 408: 982-985. 
85. Johnston JA, Ward CL, Kopito RR (1998) Aggresomes: a cellular response to misfolded proteins. J Cell 
Biol 143: 1883-1898. 
86. Schubert U, Anton LC, Gibbs J, Norbury CC, Yewdell JW, et al. (2000) Rapid degradation of a large 
fraction of newly synthesized proteins by proteasomes. Nature 404: 770-774. 
87. Verhoef LG, Lindsten K, Masucci MG, Dantuma NP (2002) Aggregate formation inhibits proteasomal 
degradation of polyglutamine proteins. Hum Mol Genet 11: 2689-2700. 
88. Filimonenko M, Isakson P, Finley KD, Anderson M, Jeong H, et al. (2010) The selective 
macroautophagic degradation of aggregated proteins requires the PI3P-binding protein Alfy. 
Mol Cell 38: 265-279. 
89. Pankiv S, Clausen TH, Lamark T, Brech A, Bruun JA, et al. (2007) p62/SQSTM1 binds directly to 
Atg8/LC3 to facilitate degradation of ubiquitinated protein aggregates by autophagy. J Biol 
Chem 282: 24131-24145. 
90. Ebrahimi-Fakhari D, Wahlster L, McLean PJ (2011) Molecular Chaperones in Parkinson's Disease - 
Present and Future. J Parkinsons Dis 1: 299-320. 
91. Sitia R, Braakman I (2003) Quality control in the endoplasmic reticulum protein factory. Nature 426: 
891-894. 
92. Rao RV, Bredesen DE (2004) Misfolded proteins, endoplasmic reticulum stress and 
neurodegeneration. Curr Opin Cell Biol 16: 653-662. 
93. Sherman MY, Goldberg AL (2001) Cellular defenses against unfolded proteins: a cell biologist thinks 
about neurodegenerative diseases. Neuron 29: 15-32. 
94. Liu B, Cheng Y, Liu Q, Bao JK, Yang JM (2010) Autophagic pathways as new targets for cancer drug 
development. Acta Pharmacol Sin 31: 1154-1164. 
95. Mizushima N, Levine B, Cuervo AM, Klionsky DJ (2008) Autophagy fights disease through cellular self-
digestion. Nature 451: 1069-1075. 
96. Xie Z, Klionsky DJ (2007) Autophagosome formation: core machinery and adaptations. Nat Cell Biol 9: 
1102-1109. 
97. Rosello A, Warnes G, Meier UC (2012) Cell death pathways and autophagy in the central nervous 
system and its involvement in neurodegeneration, immunity and central nervous system 
infection: to die or not to die--that is the question. Clin Exp Immunol 168: 52-57. 
98. Massey AC, Kaushik S, Sovak G, Kiffin R, Cuervo AM (2006) Consequences of the selective blockage of 
chaperone-mediated autophagy. Proc Natl Acad Sci U S A 103: 5805-5810. 
99. Kaushik S, Massey AC, Mizushima N, Cuervo AM (2008) Constitutive activation of chaperone-
mediated autophagy in cells with impaired macroautophagy. Mol Biol Cell 19: 2179-2192. 
100. Danial NN, Korsmeyer SJ (2004) Cell death: critical control points. Cell 116: 205-219. 
78
101. Andrews RM, Kubacka I, Chinnery PF, Lightowlers RN, Turnbull DM, et al. (1999) Reanalysis and 
revision of the Cambridge reference sequence for human mitochondrial DNA. Nat Genet 23: 
147. 
102. Corral-Debrinski M, Horton T, Lott MT, Shoffner JM, Beal MF, et al. (1992) Mitochondrial DNA 
deletions in human brain: regional variability and increase with advanced age. Nat Genet 2: 
324-329. 
103. Andreyev AY, Kushnareva YE, Starkov AA (2005) Mitochondrial metabolism of reactive oxygen 
species. Biochemistry (Mosc) 70: 200-214. 
104. Thannickal VJ, Fanburg BL (2000) Reactive oxygen species in cell signaling. Am J Physiol Lung Cell 
Mol Physiol 279: L1005-1028. 
105. Martindale JL, Holbrook NJ (2002) Cellular response to oxidative stress: signaling for suicide and 
survival. J Cell Physiol 192: 1-15. 
106. Finkel T, Holbrook NJ (2000) Oxidants, oxidative stress and the biology of ageing. Nature 408: 239-
247. 
107. Bossy-Wetzel E, Petrilli A, Knott AB (2008) Mutant huntingtin and mitochondrial dysfunction. 
Trends Neurosci 31: 609-616. 
108. Cui L, Jeong H, Borovecki F, Parkhurst CN, Tanese N, et al. (2006) Transcriptional repression of PGC-
1alpha by mutant huntingtin leads to mitochondrial dysfunction and neurodegeneration. Cell 
127: 59-69. 
109. Mattiazzi M, D'Aurelio M, Gajewski CD, Martushova K, Kiaei M, et al. (2002) Mutated human SOD1 
causes dysfunction of oxidative phosphorylation in mitochondria of transgenic mice. J Biol 
Chem 277: 29626-29633. 
110. Takeuchi H, Kobayashi Y, Ishigaki S, Doyu M, Sobue G (2002) Mitochondrial localization of mutant 
superoxide dismutase 1 triggers caspase-dependent cell death in a cellular model of familial 
amyotrophic lateral sclerosis. J Biol Chem 277: 50966-50972. 
111. Marmolino D (2011) Friedreich's ataxia: past, present and future. Brain Res Rev 67: 311-330. 
112. Bulteau AL, O'Neill HA, Kennedy MC, Ikeda-Saito M, Isaya G, et al. (2004) Frataxin acts as an iron 
chaperone protein to modulate mitochondrial aconitase activity. Science 305: 242-245. 
113. Arnold I, Langer T (2002) Membrane protein degradation by AAA proteases in mitochondria. 
Biochim Biophys Acta 1592: 89-96. 
114. Atorino L, Silvestri L, Koppen M, Cassina L, Ballabio A, et al. (2003) Loss of m-AAA protease in 
mitochondria causes complex I deficiency and increased sensitivity to oxidative stress in 
hereditary spastic paraplegia. J Cell Biol 163: 777-787. 
115. Federico A, Cardaioli E, Da Pozzo P, Formichi P, Gallus GN, et al. (2012) Mitochondria, oxidative 
stress and neurodegeneration. J Neurol Sci 322: 254-262. 
116. Salminen A, Ojala J, Kauppinen A, Kaarniranta K, Suuronen T (2009) Inflammation in Alzheimer's 
disease: amyloid-beta oligomers trigger innate immunity defence via pattern recognition 
receptors. Prog Neurobiol 87: 181-194. 
117. Bonifati DM, Kishore U (2007) Role of complement in neurodegeneration and neuroinflammation. 
Mol Immunol 44: 999-1010. 
118. Huizinga R, Linington C, Amor S (2008) Resistance is futile: antineuronal autoimmunity in multiple 
sclerosis. Trends Immunol 29: 54-60. 
119. Huizinga R, Hintzen RQ, Assink K, van Meurs M, Amor S (2009) T-cell responses to neurofilament 
light protein are part of the normal immune repertoire. Int Immunol 21: 433-441. 
120. Letiembre M, Liu Y, Walter S, Hao W, Pfander T, et al. (2009) Screening of innate immune receptors 
in neurodegenerative diseases: a similar pattern. Neurobiol Aging 30: 759-768. 
121. Okun E, Griffioen KJ, Lathia JD, Tang SC, Mattson MP, et al. (2009) Toll-like receptors in 
neurodegeneration. Brain Res Rev 59: 278-292. 
122. Jackson AC, Rossiter JP, Lafon M (2006) Expression of Toll-like receptor 3 in the human cerebellar 
cortex in rabies, herpes simplex encephalitis, and other neurological diseases. J Neurovirol 12: 
229-234. 
123. Neumann H, Kotter MR, Franklin RJ (2009) Debris clearance by microglia: an essential link between 
degeneration and regeneration. Brain 132: 288-295. 
124. Schwartz M, London A, Shechter R (2009) Boosting T-cell immunity as a therapeutic approach for 
neurodegenerative conditions: the role of innate immunity. Neuroscience 158: 1133-1142. 
125. Block ML (2008) NADPH oxidase as a therapeutic target in Alzheimer's disease. BMC Neurosci 9 
Suppl 2: S8. 
79
126. Tian L, Rauvala H, Gahmberg CG (2009) Neuronal regulation of immune responses in the central 
nervous system. Trends Immunol 30: 91-99. 
127. Bsibsi M, Ravid R, Gveric D, van Noort JM (2002) Broad expression of Toll-like receptors in the 
human central nervous system. J Neuropathol Exp Neurol 61: 1013-1021. 
128. Amor S, Puentes F, Baker D, van der Valk P (2010) Inflammation in neurodegenerative diseases. 
Immunology 129: 154-169. 
129. Harms AS, Cao S, Rowse AL, Thome AD, Li X, et al. (2013) MHCII is required for alpha-synuclein-
induced activation of microglia, CD4 T cell proliferation, and dopaminergic neurodegeneration. 
J Neurosci 33: 9592-9600. 
130. Morales I, Jimenez JM, Mancilla M, Maccioni RB (2013) Tau Oligomers and Fibrils Induce Activation 
of Microglial Cells. J Alzheimers Dis. 
131. Hughes MM, Field RH, Perry VH, Murray CL, Cunningham C (2010) Microglia in the degenerating 
brain are capable of phagocytosis of beads and of apoptotic cells, but do not efficiently remove 
PrPSc, even upon LPS stimulation. Glia 58: 2017-2030. 
132. Siskova Z, Page A, O'Connor V, Perry VH (2009) Degenerating synaptic boutons in prion disease: 
microglia activation without synaptic stripping. Am J Pathol 175: 1610-1621. 
133. Gomez-Nicola D, Fransen NL, Suzzi S, Perry VH (2013) Regulation of microglial proliferation during 
chronic neurodegeneration. J Neurosci 33: 2481-2493. 
134. Perry VH, Teeling J (2013) Microglia and macrophages of the central nervous system: the 
contribution of microglia priming and systemic inflammation to chronic neurodegeneration. 
Semin Immunopathol 35: 601-612. 
135. Perry VH (2010) Contribution of systemic inflammation to chronic neurodegeneration. Acta 
Neuropathol 120: 277-286. 
136. Colurso GJ, Nilson JE, Vervoort LG (2003) Quantitative assessment of DNA fragmentation and beta-
amyloid deposition in insular cortex and midfrontal gyrus from patients with Alzheimer's 
disease. Life Sci 73: 1795-1803. 
137. Lev N, Melamed E, Offen D (2003) Apoptosis and Parkinson's disease. Prog Neuropsychopharmacol 
Biol Psychiatry 27: 245-250. 
138. Tatton NA, Maclean-Fraser A, Tatton WG, Perl DP, Olanow CW (1998) A fluorescent double-labeling 
method to detect and confirm apoptotic nuclei in Parkinson's disease. Ann Neurol 44: S142-
148. 
139. Vis JC, Schipper E, de Boer-van Huizen RT, Verbeek MM, de Waal RM, et al. (2005) Expression 
pattern of apoptosis-related markers in Huntington's disease. Acta Neuropathol 109: 321-328. 
140. Li P, Nijhawan D, Budihardjo I, Srinivasula SM, Ahmad M, et al. (1997) Cytochrome c and dATP-
dependent formation of Apaf-1/caspase-9 complex initiates an apoptotic protease cascade. Cell 
91: 479-489. 
141. Schulze-Osthoff K, Ferrari D, Los M, Wesselborg S, Peter ME (1998) Apoptosis signaling by death 
receptors. Eur J Biochem 254: 439-459. 
142. Lockshin RA, William CM (1965) Programmed Cell Death. 3. Neural Control of the Breakdown of the 
Intersegmental Muscles of Silkmoths. J Insect Physiol 11: 601-610. 
143. Oppenheim RW (1991) Cell death during development of the nervous system. Annu Rev Neurosci 
14: 453-501. 
144. Van Cruchten S, Van Den Broeck W (2002) Morphological and biochemical aspects of apoptosis, 
oncosis and necrosis. Anat Histol Embryol 31: 214-223. 
145. Back SH, Schroder M, Lee K, Zhang K, Kaufman RJ (2005) ER stress signaling by regulated splicing: 
IRE1/HAC1/XBP1. Methods 35: 395-416. 
146. Ellgaard L, Helenius A (2003) Quality control in the endoplasmic reticulum. Nat Rev Mol Cell Biol 4: 
181-191. 
147. Schroder M, Kaufman RJ (2005) ER stress and the unfolded protein response. Mutat Res 569: 29-63. 
148. Dault LH, Groene J, Herick R (1992) Helping your patient through cardiac catheterization. Nursing 
22: 52-55. 
149. Malhotra JD, Kaufman RJ (2007) The endoplasmic reticulum and the unfolded protein response. 
Semin Cell Dev Biol 18: 716-731. 
150. Malhotra JD, Kaufman RJ (2007) Endoplasmic reticulum stress and oxidative stress: a vicious cycle 
or a double-edged sword? Antioxid Redox Signal 9: 2277-2293. 
151. Miguel-Hidalgo JJ, Alvarez XA, Cacabelos R, Quack G (2002) Neuroprotection by memantine against 
neurodegeneration induced by beta-amyloid(1-40). Brain Res 958: 210-221. 
80
152. Li YP, Bushnell AF, Lee CM, Perlmutter LS, Wong SK (1996) Beta-amyloid induces apoptosis in 
human-derived neurotypic SH-SY5Y cells. Brain Res 738: 196-204. 
153. Forloni G, Bugiani O, Tagliavini F, Salmona M (1996) Apoptosis-mediated neurotoxicity induced by 
beta-amyloid and PrP fragments. Mol Chem Neuropathol 28: 163-171. 
154. Tanaka Y, Engelender S, Igarashi S, Rao RK, Wanner T, et al. (2001) Inducible expression of mutant 
alpha-synuclein decreases proteasome activity and increases sensitivity to mitochondria-
dependent apoptosis. Hum Mol Genet 10: 919-926. 
155. Mochizuki H, Yamada M, Mizuno Y (2006) Alpha-synuclein overexpression model. J Neural Transm 
Suppl: 281-284. 
156. Nakamura K (2013) alpha-Synuclein and Mitochondria: Partners in Crime? Neurotherapeutics. 
157. Kroemer G, Marino G, Levine B (2010) Autophagy and the integrated stress response. Mol Cell 40: 
280-293. 
158. Nixon RA, Yang DS (2011) Autophagy failure in Alzheimer's disease--locating the primary defect. 
Neurobiol Dis 43: 38-45. 
159. Pickford F, Masliah E, Britschgi M, Lucin K, Narasimhan R, et al. (2008) The autophagy-related 
protein beclin 1 shows reduced expression in early Alzheimer disease and regulates amyloid 
beta accumulation in mice. J Clin Invest 118: 2190-2199. 
160. Pimplikar SW, Nixon RA, Robakis NK, Shen J, Tsai LH (2010) Amyloid-independent mechanisms in 
Alzheimer's disease pathogenesis. J Neurosci 30: 14946-14954. 
161. Nixon RA, Wegiel J, Kumar A, Yu WH, Peterhoff C, et al. (2005) Extensive involvement of autophagy 
in Alzheimer disease: an immuno-electron microscopy study. J Neuropathol Exp Neurol 64: 113-
122. 
162. Winslow AR, Chen CW, Corrochano S, Acevedo-Arozena A, Gordon DE, et al. (2010) alpha-Synuclein 
impairs macroautophagy: implications for Parkinson's disease. J Cell Biol 190: 1023-1037. 
163. Cuervo AM, Stefanis L, Fredenburg R, Lansbury PT, Sulzer D (2004) Impaired degradation of mutant 
alpha-synuclein by chaperone-mediated autophagy. Science 305: 1292-1295. 
164. Martinez-Vicente M, Talloczy Z, Kaushik S, Massey AC, Mazzulli J, et al. (2008) Dopamine-modified 
alpha-synuclein blocks chaperone-mediated autophagy. J Clin Invest 118: 777-788. 
165. Chan NC, Salazar AM, Pham AH, Sweredoski MJ, Kolawa NJ, et al. (2011) Broad activation of the 
ubiquitin-proteasome system by Parkin is critical for mitophagy. Hum Mol Genet 20: 1726-
1737. 
166. Matsuda N, Sato S, Shiba K, Okatsu K, Saisho K, et al. (2010) PINK1 stabilized by mitochondrial 
depolarization recruits Parkin to damaged mitochondria and activates latent Parkin for 
mitophagy. J Cell Biol 189: 211-221. 
167. Levine B, Yuan J (2005) Autophagy in cell death: an innocent convict? J Clin Invest 115: 2679-2688. 
168. Shimizu S, Kanaseki T, Mizushima N, Mizuta T, Arakawa-Kobayashi S, et al. (2004) Role of Bcl-2 
family proteins in a non-apoptotic programmed cell death dependent on autophagy genes. Nat 
Cell Biol 6: 1221-1228. 
169. Chandra S, Chen X, Rizo J, Jahn R, Sudhof TC (2003) A broken alpha -helix in folded alpha -Synuclein. 
J Biol Chem 278: 15313-15318. 
170. Stefanis L (2012) alpha-Synuclein in Parkinson's disease. Cold Spring Harb Perspect Med 2: 
a009399. 
171. Maroteaux L, Scheller RH (1991) The rat brain synucleins; family of proteins transiently associated 
with neuronal membrane. Brain Res Mol Brain Res 11: 335-343. 
172. Maroteaux L, Campanelli JT, Scheller RH (1988) Synuclein: a neuron-specific protein localized to the 
nucleus and presynaptic nerve terminal. J Neurosci 8: 2804-2815. 
173. Ueda K, Fukushima H, Masliah E, Xia Y, Iwai A, et al. (1993) Molecular cloning of cDNA encoding an 
unrecognized component of amyloid in Alzheimer disease. Proc Natl Acad Sci U S A 90: 11282-
11286. 
174. George JM (2002) The synucleins. Genome Biol 3: REVIEWS3002. 
175. Galvin JE, Uryu K, Lee VM, Trojanowski JQ (1999) Axon pathology in Parkinson's disease and Lewy 
body dementia hippocampus contains alpha-, beta-, and gamma-synuclein. Proc Natl Acad Sci U 
S A 96: 13450-13455. 
176. Ohtake H, Limprasert P, Fan Y, Onodera O, Kakita A, et al. (2004) Beta-synuclein gene alterations in 
dementia with Lewy bodies. Neurology 63: 805-811. 
81
177. Fujita M, Sugama S, Sekiyama K, Sekigawa A, Tsukui T, et al. (2010) A beta-synuclein mutation 
linked to dementia produces neurodegeneration when expressed in mouse brain. Nat Commun 
1: 110. 
178. Jensen PH, Li JY, Dahlstrom A, Dotti CG (1999) Axonal transport of synucleins is mediated by all rate 
components. Eur J Neurosci 11: 3369-3376. 
179. Saha AR, Hill J, Utton MA, Asuni AA, Ackerley S, et al. (2004) Parkinson's disease alpha-synuclein 
mutations exhibit defective axonal transport in cultured neurons. J Cell Sci 117: 1017-1024. 
180. Mori F, Tanji K, Yoshimoto M, Takahashi H, Wakabayashi K (2002) Demonstration of alpha-
synuclein immunoreactivity in neuronal and glial cytoplasm in normal human brain tissue using 
proteinase K and formic acid pretreatment. Exp Neurol 176: 98-104. 
181. Barbour R, Kling K, Anderson JP, Banducci K, Cole T, et al. (2008) Red blood cells are the major 
source of alpha-synuclein in blood. Neurodegener Dis 5: 55-59. 
182. Rideout HJ, Dietrich P, Savalle M, Dauer WT, Stefanis L (2003) Regulation of alpha-synuclein by 
bFGF in cultured ventral midbrain dopaminergic neurons. J Neurochem 84: 803-813. 
183. Kholodilov NG, Neystat M, Oo TF, Lo SE, Larsen KE, et al. (1999) Increased expression of rat 
synuclein in the substantia nigra pars compacta identified by mRNA differential display in a 
model of developmental target injury. J Neurochem 73: 2586-2599. 
184. Withers GS, George JM, Banker GA, Clayton DF (1997) Delayed localization of synelfin (synuclein, 
NACP) to presynaptic terminals in cultured rat hippocampal neurons. Brain Res Dev Brain Res 
99: 87-94. 
185. George JM, Jin H, Woods WS, Clayton DF (1995) Characterization of a novel protein regulated 
during the critical period for song learning in the zebra finch. Neuron 15: 361-372. 
186. Vila M, Vukosavic S, Jackson-Lewis V, Neystat M, Jakowec M, et al. (2000) Alpha-synuclein up-
regulation in substantia nigra dopaminergic neurons following administration of the 
parkinsonian toxin MPTP. J Neurochem 74: 721-729. 
187. Murphy DD, Rueter SM, Trojanowski JQ, Lee VM (2000) Synucleins are developmentally expressed, 
and alpha-synuclein regulates the size of the presynaptic vesicular pool in primary hippocampal 
neurons. J Neurosci 20: 3214-3220. 
188. Chandra S, Gallardo G, Fernandez-Chacon R, Schluter OM, Sudhof TC (2005) Alpha-synuclein 
cooperates with CSPalpha in preventing neurodegeneration. Cell 123: 383-396. 
189. Cabin DE, Shimazu K, Murphy D, Cole NB, Gottschalk W, et al. (2002) Synaptic vesicle depletion 
correlates with attenuated synaptic responses to prolonged repetitive stimulation in mice 
lacking alpha-synuclein. J Neurosci 22: 8797-8807. 
190. Burre J, Sharma M, Tsetsenis T, Buchman V, Etherton MR, et al. (2010) Alpha-synuclein promotes 
SNARE-complex assembly in vivo and in vitro. Science 329: 1663-1667. 
191. Burgoyne RD, Morgan A (2011) Chaperoning the SNAREs: a role in preventing neurodegeneration? 
Nat Cell Biol 13: 8-9. 
192. Fasshauer D, Sutton RB, Brunger AT, Jahn R (1998) Conserved structural features of the synaptic 
fusion complex: SNARE proteins reclassified as Q- and R-SNAREs. Proc Natl Acad Sci U S A 95: 
15781-15786. 
193. Hanson PI, Heuser JE, Jahn R (1997) Neurotransmitter release - four years of SNARE complexes. 
Curr Opin Neurobiol 7: 310-315. 
194. Kahle PJ (2008) alpha-Synucleinopathy models and human neuropathology: similarities and 
differences. Acta Neuropathol 115: 87-95. 
195. Marti MJ, Tolosa E, Campdelacreu J (2003) Clinical overview of the synucleinopathies. Mov Disord 
18 Suppl 6: S21-27. 
196. Galvin JE, Lee VM, Trojanowski JQ (2001) Synucleinopathies: clinical and pathological implications. 
Arch Neurol 58: 186-190. 
197. Sellbach AN, Boyle RS, Silburn PA, Mellick GD (2006) Parkinson's disease and family history. 
Parkinsonism Relat Disord 12: 399-409. 
198. Polymeropoulos MH, Lavedan C, Leroy E, Ide SE, Dehejia A, et al. (1997) Mutation in the alpha-
synuclein gene identified in families with Parkinson's disease. Science 276: 2045-2047. 
199. Kruger R, Kuhn W, Muller T, Woitalla D, Graeber M, et al. (1998) Ala30Pro mutation in the gene 
encoding alpha-synuclein in Parkinson's disease. Nat Genet 18: 106-108. 
200. Zarranz JJ, Alegre J, Gomez-Esteban JC, Lezcano E, Ros R, et al. (2004) The new mutation, E46K, of 
alpha-synuclein causes Parkinson and Lewy body dementia. Ann Neurol 55: 164-173. 
82
201. Chartier-Harlin MC, Kachergus J, Roumier C, Mouroux V, Douay X, et al. (2004) Alpha-synuclein 
locus duplication as a cause of familial Parkinson's disease. Lancet 364: 1167-1169. 
202. Maraganore DM, de Andrade M, Elbaz A, Farrer MJ, Ioannidis JP, et al. (2006) Collaborative analysis 
of alpha-synuclein gene promoter variability and Parkinson disease. JAMA 296: 661-670. 
203. Chiba-Falek O, Nussbaum RL (2001) Effect of allelic variation at the NACP-Rep1 repeat upstream of 
the alpha-synuclein gene (SNCA) on transcription in a cell culture luciferase reporter system. 
Hum Mol Genet 10: 3101-3109. 
204. Clough RL, Stefanis L (2007) A novel pathway for transcriptional regulation of alpha-synuclein. 
FASEB J 21: 596-607. 
205. Clough RL, Dermentzaki G, Stefanis L (2009) Functional dissection of the alpha-synuclein promoter: 
transcriptional regulation by ZSCAN21 and ZNF219. J Neurochem 110: 1479-1490. 
206. Desplats P, Spencer B, Coffee E, Patel P, Michael S, et al. (2011) Alpha-synuclein sequesters Dnmt1 
from the nucleus: a novel mechanism for epigenetic alterations in Lewy body diseases. J Biol 
Chem 286: 9031-9037. 
207. Jowaed A, Schmitt I, Kaut O, Wullner U (2010) Methylation regulates alpha-synuclein expression 
and is decreased in Parkinson's disease patients' brains. J Neurosci 30: 6355-6359. 
208. Matsumoto L, Takuma H, Tamaoka A, Kurisaki H, Date H, et al. (2010) CpG demethylation enhances 
alpha-synuclein expression and affects the pathogenesis of Parkinson's disease. PLoS One 5: 
e15522. 
209. Markopoulou K, Wszolek ZK, Pfeiffer RF, Chase BA (1999) Reduced expression of the G209A alpha-
synuclein allele in familial Parkinsonism. Ann Neurol 46: 374-381. 
210. Kobayashi H, Kruger R, Markopoulou K, Wszolek Z, Chase B, et al. (2003) Haploinsufficiency at the 
alpha-synuclein gene underlies phenotypic severity in familial Parkinson's disease. Brain 126: 
32-42. 
211. Voutsinas GE, Stavrou EF, Karousos G, Dasoula A, Papachatzopoulou A, et al. (2010) Allelic 
imbalance of expression and epigenetic regulation within the alpha-synuclein wild-type and 
p.Ala53Thr alleles in Parkinson disease. Hum Mutat 31: 685-691. 
212. Schell H, Hasegawa T, Neumann M, Kahle PJ (2009) Nuclear and neuritic distribution of serine-129 
phosphorylated alpha-synuclein in transgenic mice. Neuroscience 160: 796-804. 
213. Kontopoulos E, Parvin JD, Feany MB (2006) Alpha-synuclein acts in the nucleus to inhibit histone 
acetylation and promote neurotoxicity. Hum Mol Genet 15: 3012-3023. 
214. Goers J, Manning-Bog AB, McCormack AL, Millett IS, Doniach S, et al. (2003) Nuclear localization of 
alpha-synuclein and its interaction with histones. Biochemistry 42: 8465-8471. 
215. Chu Y, Kordower JH (2007) Age-associated increases of alpha-synuclein in monkeys and humans are 
associated with nigrostriatal dopamine depletion: Is this the target for Parkinson's disease? 
Neurobiol Dis 25: 134-149. 
216. Dachsel JC, Lincoln SJ, Gonzalez J, Ross OA, Dickson DW, et al. (2007) The ups and downs of alpha-
synuclein mRNA expression. Mov Disord 22: 293-295. 
217. Al-Wandi A, Ninkina N, Millership S, Williamson SJ, Jones PA, et al. (2010) Absence of alpha-
synuclein affects dopamine metabolism and synaptic markers in the striatum of aging mice. 
Neurobiol Aging 31: 796-804. 
218. Robertson DC, Schmidt O, Ninkina N, Jones PA, Sharkey J, et al. (2004) Developmental loss and 
resistance to MPTP toxicity of dopaminergic neurones in substantia nigra pars compacta of 
gamma-synuclein, alpha-synuclein and double alpha/gamma-synuclein null mutant mice. J 
Neurochem 89: 1126-1136. 
219. Shi Q, Hu X, Prior M, Yan R (2009) The occurrence of aging-dependent reticulon 3 immunoreactive 
dystrophic neurites decreases cognitive function. J Neurosci 29: 5108-5115. 
220. Conway KA, Harper JD, Lansbury PT (1998) Accelerated in vitro fibril formation by a mutant alpha-
synuclein linked to early-onset Parkinson disease. Nat Med 4: 1318-1320. 
221. Maries E, Dass B, Collier TJ, Kordower JH, Steece-Collier K (2003) The role of alpha-synuclein in 
Parkinson's disease: insights from animal models. Nat Rev Neurosci 4: 727-738. 
222. Fujiwara H, Hasegawa M, Dohmae N, Kawashima A, Masliah E, et al. (2002) alpha-Synuclein is 
phosphorylated in synucleinopathy lesions. Nat Cell Biol 4: 160-164. 
223. Chen L, Feany MB (2005) Alpha-synuclein phosphorylation controls neurotoxicity and inclusion 
formation in a Drosophila model of Parkinson disease. Nat Neurosci 8: 657-663. 
83
224. Chen L, Periquet M, Wang X, Negro A, McLean PJ, et al. (2009) Tyrosine and serine phosphorylation 
of alpha-synuclein have opposing effects on neurotoxicity and soluble oligomer formation. J 
Clin Invest 119: 3257-3265. 
225. Azeredo da Silveira S, Schneider BL, Cifuentes-Diaz C, Sage D, Abbas-Terki T, et al. (2009) 
Phosphorylation does not prompt, nor prevent, the formation of alpha-synuclein toxic species 
in a rat model of Parkinson's disease. Hum Mol Genet 18: 872-887. 
226. Paleologou KE, Schmid AW, Rospigliosi CC, Kim HY, Lamberto GR, et al. (2008) Phosphorylation at 
Ser-129 but not the phosphomimics S129E/D inhibits the fibrillation of alpha-synuclein. J Biol 
Chem 283: 16895-16905. 
227. Basso E, Antas P, Marijanovic Z, Goncalves S, Tenreiro S, et al. (2013) PLK2 Modulates alpha-
Synuclein Aggregation in Yeast and Mammalian Cells. Mol Neurobiol 48: 854-862. 
228. Paleologou KE, Oueslati A, Shakked G, Rospigliosi CC, Kim HY, et al. (2010) Phosphorylation at S87 is 
enhanced in synucleinopathies, inhibits alpha-synuclein oligomerization, and influences 
synuclein-membrane interactions. J Neurosci 30: 3184-3198. 
229. Mirzaei H, Schieler JL, Rochet JC, Regnier F (2006) Identification of rotenone-induced modifications 
in alpha-synuclein using affinity pull-down and tandem mass spectrometry. Anal Chem 78: 
2422-2431. 
230. Betarbet R, Canet-Aviles RM, Sherer TB, Mastroberardino PG, McLendon C, et al. (2006) 
Intersecting pathways to neurodegeneration in Parkinson's disease: effects of the pesticide 
rotenone on DJ-1, alpha-synuclein, and the ubiquitin-proteasome system. Neurobiol Dis 22: 
404-420. 
231. Lee HJ, Shin SY, Choi C, Lee YH, Lee SJ (2002) Formation and removal of alpha-synuclein aggregates 
in cells exposed to mitochondrial inhibitors. J Biol Chem 277: 5411-5417. 
232. Conway KA, Rochet JC, Bieganski RM, Lansbury PT, Jr. (2001) Kinetic stabilization of the alpha-
synuclein protofibril by a dopamine-alpha-synuclein adduct. Science 294: 1346-1349. 
233. Kostka M, Hogen T, Danzer KM, Levin J, Habeck M, et al. (2008) Single particle characterization of 
iron-induced pore-forming alpha-synuclein oligomers. J Biol Chem 283: 10992-11003. 
234. Leong SL, Pham CL, Galatis D, Fodero-Tavoletti MT, Perez K, et al. (2009) Formation of dopamine-
mediated alpha-synuclein-soluble oligomers requires methionine oxidation. Free Radic Biol 
Med 46: 1328-1337. 
235. Ostrerova-Golts N, Petrucelli L, Hardy J, Lee JM, Farer M, et al. (2000) The A53T alpha-synuclein 
mutation increases iron-dependent aggregation and toxicity. J Neurosci 20: 6048-6054. 
236. Zarkovic K (2003) 4-hydroxynonenal and neurodegenerative diseases. Mol Aspects Med 24: 293-
303. 
237. Jenner P (2003) Oxidative stress in Parkinson's disease. Ann Neurol 53 Suppl 3: S26-36; discussion 
S36-28. 
238. Smith MP, Cass WA (2007) Oxidative stress and dopamine depletion in an intrastriatal 6-
hydroxydopamine model of Parkinson's disease. Neuroscience 144: 1057-1066. 
239. Dalfo E, Portero-Otin M, Ayala V, Martinez A, Pamplona R, et al. (2005) Evidence of oxidative stress 
in the neocortex in incidental Lewy body disease. J Neuropathol Exp Neurol 64: 816-830. 
240. Qin Z, Hu D, Han S, Reaney SH, Di Monte DA, et al. (2007) Effect of 4-hydroxy-2-nonenal 
modification on alpha-synuclein aggregation. J Biol Chem 282: 5862-5870. 
241. Giasson BI, Duda JE, Murray IV, Chen Q, Souza JM, et al. (2000) Oxidative damage linked to 
neurodegeneration by selective alpha-synuclein nitration in synucleinopathy lesions. Science 
290: 985-989. 
242. Hodara R, Norris EH, Giasson BI, Mishizen-Eberz AJ, Lynch DR, et al. (2004) Functional 
consequences of alpha-synuclein tyrosine nitration: diminished binding to lipid vesicles and 
increased fibril formation. J Biol Chem 279: 47746-47753. 
243. Kim TD, Paik SR, Yang CH (2002) Structural and functional implications of C-terminal regions of 
alpha-synuclein. Biochemistry 41: 13782-13790. 
244. Murray IV, Giasson BI, Quinn SM, Koppaka V, Axelsen PH, et al. (2003) Role of alpha-synuclein 
carboxy-terminus on fibril formation in vitro. Biochemistry 42: 8530-8540. 
245. Mishizen-Eberz AJ, Guttmann RP, Giasson BI, Day GA, 3rd, Hodara R, et al. (2003) Distinct cleavage 
patterns of normal and pathologic forms of alpha-synuclein by calpain I in vitro. J Neurochem 
86: 836-847. 
84
246. Mishizen-Eberz AJ, Norris EH, Giasson BI, Hodara R, Ischiropoulos H, et al. (2005) Cleavage of alpha-
synuclein by calpain: potential role in degradation of fibrillized and nitrated species of alpha-
synuclein. Biochemistry 44: 7818-7829. 
247. Danzer KM, Haasen D, Karow AR, Moussaud S, Habeck M, et al. (2007) Different species of alpha-
synuclein oligomers induce calcium influx and seeding. J Neurosci 27: 9220-9232. 
248. Hettiarachchi NT, Parker A, Dallas ML, Pennington K, Hung CC, et al. (2009) alpha-Synuclein 
modulation of Ca2+ signaling in human neuroblastoma (SH-SY5Y) cells. J Neurochem 111: 1192-
1201. 
249. Engelender S, Kaminsky Z, Guo X, Sharp AH, Amaravi RK, et al. (1999) Synphilin-1 associates with 
alpha-synuclein and promotes the formation of cytosolic inclusions. Nat Genet 22: 110-114. 
250. Giasson BI, Forman MS, Higuchi M, Golbe LI, Graves CL, et al. (2003) Initiation and synergistic 
fibrillization of tau and alpha-synuclein. Science 300: 636-640. 
251. Smith WW, Liu Z, Liang Y, Masuda N, Swing DA, et al. (2010) Synphilin-1 attenuates neuronal 
degeneration in the A53T alpha-synuclein transgenic mouse model. Hum Mol Genet 19: 2087-
2098. 
252. Assayag K, Yakunin E, Loeb V, Selkoe DJ, Sharon R (2007) Polyunsaturated fatty acids induce alpha-
synuclein-related pathogenic changes in neuronal cells. Am J Pathol 171: 2000-2011. 
253. Sharon R, Bar-Joseph I, Frosch MP, Walsh DM, Hamilton JA, et al. (2003) The formation of highly 
soluble oligomers of alpha-synuclein is regulated by fatty acids and enhanced in Parkinson's 
disease. Neuron 37: 583-595. 
254. Darios F, Ruiperez V, Lopez I, Villanueva J, Gutierrez LM, et al. (2010) Alpha-synuclein sequesters 
arachidonic acid to modulate SNARE-mediated exocytosis. EMBO Rep 11: 528-533. 
255. Periquet M, Fulga T, Myllykangas L, Schlossmacher MG, Feany MB (2007) Aggregated alpha-
synuclein mediates dopaminergic neurotoxicity in vivo. J Neurosci 27: 3338-3346. 
256. Vekrellis K, Xilouri M, Emmanouilidou E, Stefanis L (2009) Inducible over-expression of wild type 
alpha-synuclein in human neuronal cells leads to caspase-dependent non-apoptotic death. J 
Neurochem 109: 1348-1362. 
257. Bieschke J, Russ J, Friedrich RP, Ehrnhoefer DE, Wobst H, et al. (2010) EGCG remodels mature 
alpha-synuclein and amyloid-beta fibrils and reduces cellular toxicity. Proc Natl Acad Sci U S A 
107: 7710-7715. 
258. Auluck PK, Chan HY, Trojanowski JQ, Lee VM, Bonini NM (2002) Chaperone suppression of alpha-
synuclein toxicity in a Drosophila model for Parkinson's disease. Science 295: 865-868. 
259. Klucken J, Shin Y, Masliah E, Hyman BT, McLean PJ (2004) Hsp70 Reduces alpha-Synuclein 
Aggregation and Toxicity. J Biol Chem 279: 25497-25502. 
260. Yu WH, Dorado B, Figueroa HY, Wang L, Planel E, et al. (2009) Metabolic activity determines 
efficacy of macroautophagic clearance of pathological oligomeric alpha-synuclein. Am J Pathol 
175: 736-747. 
261. Lee HJ, Khoshaghideh F, Patel S, Lee SJ (2004) Clearance of alpha-synuclein oligomeric 
intermediates via the lysosomal degradation pathway. J Neurosci 24: 1888-1896. 
262. Wong ES, Tan JM, Soong WE, Hussein K, Nukina N, et al. (2008) Autophagy-mediated clearance of 
aggresomes is not a universal phenomenon. Hum Mol Genet 17: 2570-2582. 
263. Ii K, Ito H, Tanaka K, Hirano A (1997) Immunocytochemical co-localization of the proteasome in 
ubiquitinated structures in neurodegenerative diseases and the elderly. J Neuropathol Exp 
Neurol 56: 125-131. 
264. Kwak S, Masaki T, Ishiura S, Sugita H (1991) Multicatalytic proteinase is present in Lewy bodies and 
neurofibrillary tangles in diffuse Lewy body disease brains. Neurosci Lett 128: 21-24. 
265. Lowe J, McDermott H, Landon M, Mayer RJ, Wilkinson KD (1990) Ubiquitin carboxyl-terminal 
hydrolase (PGP 9.5) is selectively present in ubiquitinated inclusion bodies characteristic of 
human neurodegenerative diseases. J Pathol 161: 153-160. 
266. Schlossmacher MG, Frosch MP, Gai WP, Medina M, Sharma N, et al. (2002) Parkin localizes to the 
Lewy bodies of Parkinson disease and dementia with Lewy bodies. Am J Pathol 160: 1655-1667. 
267. Zhou Y, Gu G, Goodlett DR, Zhang T, Pan C, et al. (2004) Analysis of alpha-synuclein-associated 
proteins by quantitative proteomics. J Biol Chem 279: 39155-39164. 
268. McNaught KS, Belizaire R, Isacson O, Jenner P, Olanow CW (2003) Altered proteasomal function in 
sporadic Parkinson's disease. Exp Neurol 179: 38-46. 
269. McNaught KS, Jenner P (2001) Proteasomal function is impaired in substantia nigra in Parkinson's 
disease. Neurosci Lett 297: 191-194. 
85
270. Grunblatt E, Mandel S, Jacob-Hirsch J, Zeligson S, Amariglo N, et al. (2004) Gene expression profiling 
of parkinsonian substantia nigra pars compacta; alterations in ubiquitin-proteasome, heat 
shock protein, iron and oxidative stress regulated proteins, cell adhesion/cellular matrix and 
vesicle trafficking genes. J Neural Transm 111: 1543-1573. 
271. MacInnes N, Iravani MM, Perry E, Piggott M, Perry R, et al. (2008) Proteasomal abnormalities in 
cortical Lewy body disease and the impact of proteasomal inhibition within cortical and 
cholinergic systems. J Neural Transm 115: 869-878. 
272. Barrachina M, Castano E, Dalfo E, Maes T, Buesa C, et al. (2006) Reduced ubiquitin C-terminal 
hydrolase-1 expression levels in dementia with Lewy bodies. Neurobiol Dis 22: 265-273. 
273. McNaught KS, Belizaire R, Jenner P, Olanow CW, Isacson O (2002) Selective loss of 20S proteasome 
alpha-subunits in the substantia nigra pars compacta in Parkinson's disease. Neurosci Lett 326: 
155-158. 
274. Chen Q, Thorpe J, Keller JN (2005) Alpha-synuclein alters proteasome function, protein synthesis, 
and stationary phase viability. J Biol Chem 280: 30009-30017. 
275. Emmanouilidou E, Stefanis L, Vekrellis K (2010) Cell-produced alpha-synuclein oligomers are 
targeted to, and impair, the 26S proteasome. Neurobiol Aging 31: 953-968. 
276. Lindersson E, Beedholm R, Hojrup P, Moos T, Gai W, et al. (2004) Proteasomal inhibition by alpha-
synuclein filaments and oligomers. J Biol Chem 279: 12924-12934. 
277. Petrucelli L, O'Farrell C, Lockhart PJ, Baptista M, Kehoe K, et al. (2002) Parkin protects against the 
toxicity associated with mutant alpha-synuclein: proteasome dysfunction selectively affects 
catecholaminergic neurons. Neuron 36: 1007-1019. 
278. Snyder H, Mensah K, Theisler C, Lee J, Matouschek A, et al. (2003) Aggregated and monomeric 
alpha-synuclein bind to the S6' proteasomal protein and inhibit proteasomal function. J Biol 
Chem 278: 11753-11759. 
279. Stefanis L, Larsen KE, Rideout HJ, Sulzer D, Greene LA (2001) Expression of A53T mutant but not 
wild-type alpha-synuclein in PC12 cells induces alterations of the ubiquitin-dependent 
degradation system, loss of dopamine release, and autophagic cell death. J Neurosci 21: 9549-
9560. 
280. Zhang NY, Tang Z, Liu CW (2008) alpha-Synuclein protofibrils inhibit 26 S proteasome-mediated 
protein degradation: understanding the cytotoxicity of protein protofibrils in 
neurodegenerative disease pathogenesis. J Biol Chem 283: 20288-20298. 
281. McLean PJ, Kawamata H, Hyman BT (2001) Alpha-synuclein-enhanced green fluorescent protein 
fusion proteins form proteasome sensitive inclusions in primary neurons. Neuroscience 104: 
901-912. 
282. McNaught KS, Mytilineou C, Jnobaptiste R, Yabut J, Shashidharan P, et al. (2002) Impairment of the 
ubiquitin-proteasome system causes dopaminergic cell death and inclusion body formation in 
ventral mesencephalic cultures. J Neurochem 81: 301-306. 
283. Rideout HJ, Larsen KE, Sulzer D, Stefanis L (2001) Proteasomal inhibition leads to formation of 
ubiquitin/alpha-synuclein-immunoreactive inclusions in PC12 cells. J Neurochem 78: 899-908. 
284. Rideout HJ, Lang-Rollin I, Stefanis L (2004) Involvement of macroautophagy in the dissolution of 
neuronal inclusions. Int J Biochem Cell Biol 36: 2551-2562. 
285. Ebrahimi-Fakhari D, Cantuti-Castelvetri I, Fan Z, Rockenstein E, Masliah E, et al. (2011) Distinct roles 
in vivo for the ubiquitin-proteasome system and the autophagy-lysosomal pathway in the 
degradation of alpha-synuclein. J Neurosci 31: 14508-14520. 
286. Leroy E, Boyer R, Auburger G, Leube B, Ulm G, et al. (1998) The ubiquitin pathway in Parkinson's 
disease. Nature 395: 451-452. 
287. Tofaris GK, Razzaq A, Ghetti B, Lilley KS, Spillantini MG (2003) Ubiquitination of alpha-synuclein in 
Lewy bodies is a pathological event not associated with impairment of proteasome function. J 
Biol Chem 278: 44405-44411. 
288. Furukawa Y, Vigouroux S, Wong H, Guttman M, Rajput AH, et al. (2002) Brain proteasomal function 
in sporadic Parkinson's disease and related disorders. Ann Neurol 51: 779-782. 
289. Klucken J, Poehler AM, Ebrahimi-Fakhari D, Schneider J, Nuber S, et al. (2012) Alpha-synuclein 
aggregation involves a bafilomycin A 1-sensitive autophagy pathway. Autophagy 8: 754-766. 
290. Alvarez-Erviti L, Rodriguez-Oroz MC, Cooper JM, Caballero C, Ferrer I, et al. (2010) Chaperone-
mediated autophagy markers in Parkinson disease brains. Arch Neurol 67: 1464-1472. 
291. Orenstein SJ, Kuo SH, Tasset I, Arias E, Koga H, et al. (2013) Interplay of LRRK2 with chaperone-
mediated autophagy. Nat Neurosci 16: 394-406. 
86
292. Anglade P, Vyas S, Javoy-Agid F, Herrero MT, Michel PP, et al. (1997) Apoptosis and autophagy in 
nigral neurons of patients with Parkinson's disease. Histol Histopathol 12: 25-31. 
293. Crews L, Spencer B, Desplats P, Patrick C, Paulino A, et al. (2010) Selective molecular alterations in 
the autophagy pathway in patients with Lewy body disease and in models of alpha-
synucleinopathy. PLoS One 5: e9313. 
294. Dehay B, Bove J, Rodriguez-Muela N, Perier C, Recasens A, et al. (2010) Pathogenic lysosomal 
depletion in Parkinson's disease. J Neurosci 30: 12535-12544. 
295. Higashi S, Moore DJ, Minegishi M, Kasanuki K, Fujishiro H, et al. (2011) Localization of MAP1-LC3 in 
vulnerable neurons and Lewy bodies in brains of patients with dementia with Lewy bodies. J 
Neuropathol Exp Neurol 70: 264-280. 
296. Tanji K, Mori F, Kakita A, Takahashi H, Wakabayashi K (2011) Alteration of autophagosomal proteins 
(LC3, GABARAP and GATE-16) in Lewy body disease. Neurobiol Dis 43: 690-697. 
297. Chu Y, Dodiya H, Aebischer P, Olanow CW, Kordower JH (2009) Alterations in lysosomal and 
proteasomal markers in Parkinson's disease: relationship to alpha-synuclein inclusions. 
Neurobiol Dis 35: 385-398. 
298. Alvarez-Erviti L, Seow Y, Schapira AH, Gardiner C, Sargent IL, et al. (2011) Lysosomal dysfunction 
increases exosome-mediated alpha-synuclein release and transmission. Neurobiol Dis 42: 360-
367. 
299. Hansen C, Angot E, Bergstrom AL, Steiner JA, Pieri L, et al. (2011) alpha-Synuclein propagates from 
mouse brain to grafted dopaminergic neurons and seeds aggregation in cultured human cells. J 
Clin Invest 121: 715-725. 
300. Smith WW, Jiang H, Pei Z, Tanaka Y, Morita H, et al. (2005) Endoplasmic reticulum stress and 
mitochondrial cell death pathways mediate A53T mutant alpha-synuclein-induced toxicity. Hum 
Mol Genet 14: 3801-3811. 
301. Gosavi N, Lee HJ, Lee JS, Patel S, Lee SJ (2002) Golgi fragmentation occurs in the cells with 
prefibrillar alpha-synuclein aggregates and precedes the formation of fibrillar inclusion. J Biol 
Chem 277: 48984-48992. 
302. Thayanidhi N, Helm JR, Nycz DC, Bentley M, Liang Y, et al. (2010) Alpha-synuclein delays 
endoplasmic reticulum (ER)-to-Golgi transport in mammalian cells by antagonizing ER/Golgi 
SNAREs. Mol Biol Cell 21: 1850-1863. 
303. Willingham S, Outeiro TF, DeVit MJ, Lindquist SL, Muchowski PJ (2003) Yeast genes that enhance 
the toxicity of a mutant huntingtin fragment or alpha-synuclein. Science 302: 1769-1772. 
304. Cooper AA, Gitler AD, Cashikar A, Haynes CM, Hill KJ, et al. (2006) Alpha-synuclein blocks ER-Golgi 
traffic and Rab1 rescues neuron loss in Parkinson's models. Science 313: 324-328. 
305. Gitler AD, Bevis BJ, Shorter J, Strathearn KE, Hamamichi S, et al. (2008) The Parkinson's disease 
protein alpha-synuclein disrupts cellular Rab homeostasis. Proc Natl Acad Sci U S A 105: 145-
150. 
306. Kraytsberg Y, Kudryavtseva E, McKee AC, Geula C, Kowall NW, et al. (2006) Mitochondrial DNA 
deletions are abundant and cause functional impairment in aged human substantia nigra 
neurons. Nat Genet 38: 518-520. 
307. Pyle A, Foltynie T, Tiangyou W, Lambert C, Keers SM, et al. (2005) Mitochondrial DNA haplogroup 
cluster UKJT reduces the risk of PD. Ann Neurol 57: 564-567. 
308. Chinta SJ, Mallajosyula JK, Rane A, Andersen JK (2010) Mitochondrial alpha-synuclein accumulation 
impairs complex I function in dopaminergic neurons and results in increased mitophagy in vivo. 
Neurosci Lett 486: 235-239. 
309. Flower TR, Chesnokova LS, Froelich CA, Dixon C, Witt SN (2005) Heat shock prevents alpha-
synuclein-induced apoptosis in a yeast model of Parkinson's disease. J Mol Biol 351: 1081-1100. 
310. Schapira AH (2008) Mitochondria in the aetiology and pathogenesis of Parkinson's disease. Lancet 
Neurol 7: 97-109. 
311. Deng H, Dodson MW, Huang H, Guo M (2008) The Parkinson's disease genes pink1 and parkin 
promote mitochondrial fission and/or inhibit fusion in Drosophila. Proc Natl Acad Sci U S A 105: 
14503-14508. 
312. Koyano F, Okatsu K, Ishigaki S, Fujioka Y, Kimura M, et al. (2013) The principal PINK1 and Parkin 
cellular events triggered in response to dissipation of mitochondrial membrane potential occur 
in primary neurons. Genes Cells. 
313. Muftuoglu M, Elibol B, Dalmizrak O, Ercan A, Kulaksiz G, et al. (2004) Mitochondrial complex I and 
IV activities in leukocytes from patients with parkin mutations. Mov Disord 19: 544-548. 
87
314. Kahle PJ, Waak J, Gasser T (2009) DJ-1 and prevention of oxidative stress in Parkinson's disease and 
other age-related disorders. Free Radic Biol Med 47: 1354-1361. 
315. Yang Y, Gehrke S, Haque ME, Imai Y, Kosek J, et al. (2005) Inactivation of Drosophila DJ-1 leads to 
impairments of oxidative stress response and phosphatidylinositol 3-kinase/Akt signaling. Proc 
Natl Acad Sci U S A 102: 13670-13675. 
316. Gu L, Cui T, Fan C, Zhao H, Zhao C, et al. (2009) Involvement of ERK1/2 signaling pathway in DJ-1-
induced neuroprotection against oxidative stress. Biochem Biophys Res Commun 383: 469-474. 
317. Irrcher I, Aleyasin H, Seifert EL, Hewitt SJ, Chhabra S, et al. (2010) Loss of the Parkinson's disease-
linked gene DJ-1 perturbs mitochondrial dynamics. Hum Mol Genet 19: 3734-3746. 
318. Strauss KM, Martins LM, Plun-Favreau H, Marx FP, Kautzmann S, et al. (2005) Loss of function 
mutations in the gene encoding Omi/HtrA2 in Parkinson's disease. Hum Mol Genet 14: 2099-
2111. 
319. Mortiboys H, Johansen KK, Aasly JO, Bandmann O (2010) Mitochondrial impairment in patients 
with Parkinson disease with the G2019S mutation in LRRK2. Neurology 75: 2017-2020. 
320. Sousa VL, Bellani S, Giannandrea M, Yousuf M, Valtorta F, et al. (2009) {alpha}-synuclein and its 
A30P mutant affect actin cytoskeletal structure and dynamics. Mol Biol Cell 20: 3725-3739. 
321. Alim MA, Ma QL, Takeda K, Aizawa T, Matsubara M, et al. (2004) Demonstration of a role for alpha-
synuclein as a functional microtubule-associated protein. J Alzheimers Dis 6: 435-442; 
discussion 443-439. 
322. Zhou RM, Huang YX, Li XL, Chen C, Shi Q, et al. (2010) Molecular interaction of alpha-synuclein with 
tubulin influences on the polymerization of microtubule in vitro and structure of microtubule in 
cells. Mol Biol Rep 37: 3183-3192. 
323. Lee HJ, Khoshaghideh F, Lee S, Lee SJ (2006) Impairment of microtubule-dependent trafficking by 
overexpression of alpha-synuclein. Eur J Neurosci 24: 3153-3162. 
324. Jensen PH, Hager H, Nielsen MS, Hojrup P, Gliemann J, et al. (1999) alpha-synuclein binds to Tau 
and stimulates the protein kinase A-catalyzed tau phosphorylation of serine residues 262 and 
356. J Biol Chem 274: 25481-25489. 
325. Haggerty T, Credle J, Rodriguez O, Wills J, Oaks AW, et al. (2011) Hyperphosphorylated Tau in an 
alpha-synuclein-overexpressing transgenic model of Parkinson's disease. Eur J Neurosci 33: 
1598-1610. 
326. Alim MA, Hossain MS, Arima K, Takeda K, Izumiyama Y, et al. (2002) Tubulin seeds alpha-synuclein 
fibril formation. J Biol Chem 277: 2112-2117. 
327. Chung CY, Koprich JB, Siddiqi H, Isacson O (2009) Dynamic changes in presynaptic and axonal 
transport proteins combined with striatal neuroinflammation precede dopaminergic neuronal 
loss in a rat model of AAV alpha-synucleinopathy. J Neurosci 29: 3365-3373. 
328. Garcia-Reitbock P, Anichtchik O, Bellucci A, Iovino M, Ballini C, et al. (2010) SNARE protein 
redistribution and synaptic failure in a transgenic mouse model of Parkinson's disease. Brain 
133: 2032-2044. 
329. Nemani VM, Lu W, Berge V, Nakamura K, Onoa B, et al. (2010) Increased expression of alpha-
synuclein reduces neurotransmitter release by inhibiting synaptic vesicle reclustering after 
endocytosis. Neuron 65: 66-79. 
330. Scott DA, Tabarean I, Tang Y, Cartier A, Masliah E, et al. (2010) A pathologic cascade leading to 
synaptic dysfunction in alpha-synuclein-induced neurodegeneration. J Neurosci 30: 8083-8095. 
331. Mosharov EV, Larsen KE, Kanter E, Phillips KA, Wilson K, et al. (2009) Interplay between cytosolic 
dopamine, calcium, and alpha-synuclein causes selective death of substantia nigra neurons. 
Neuron 62: 218-229. 
332. Mosharov EV, Staal RG, Bove J, Prou D, Hananiya A, et al. (2006) Alpha-synuclein overexpression 
increases cytosolic catecholamine concentration. J Neurosci 26: 9304-9311. 
333. Lee HJ, Patel S, Lee SJ (2005) Intravesicular localization and exocytosis of alpha-synuclein and its 
aggregates. J Neurosci 25: 6016-6024. 
334. Emmanouilidou E, Melachroinou K, Roumeliotis T, Garbis SD, Ntzouni M, et al. (2010) Cell-produced 
alpha-synuclein is secreted in a calcium-dependent manner by exosomes and impacts neuronal 
survival. J Neurosci 30: 6838-6851. 
335. Emmanouilidou E, Elenis D, Papasilekas T, Stranjalis G, Gerozissis K, et al. (2011) Assessment of 
alpha-synuclein secretion in mouse and human brain parenchyma. PLoS One 6: e22225. 
88
336. Danzer KM, Krebs SK, Wolff M, Birk G, Hengerer B (2009) Seeding induced by alpha-synuclein 
oligomers provides evidence for spreading of alpha-synuclein pathology. J Neurochem 111: 
192-203. 
337. Luk KC, Song C, O'Brien P, Stieber A, Branch JR, et al. (2009) Exogenous alpha-synuclein fibrils seed 
the formation of Lewy body-like intracellular inclusions in cultured cells. Proc Natl Acad Sci U S 
A 106: 20051-20056. 
338. Waxman EA, Giasson BI (2010) A novel, high-efficiency cellular model of fibrillar alpha-synuclein 
inclusions and the examination of mutations that inhibit amyloid formation. J Neurochem 113: 
374-388. 
339. Pan-Montojo F, Anichtchik O, Dening Y, Knels L, Pursche S, et al. (2010) Progression of Parkinson's 
disease pathology is reproduced by intragastric administration of rotenone in mice. PLoS One 5: 
e8762. 
340. Braak H, de Vos RA, Bohl J, Del Tredici K (2006) Gastric alpha-synuclein immunoreactive inclusions 
in Meissner's and Auerbach's plexuses in cases staged for Parkinson's disease-related brain 
pathology. Neurosci Lett 396: 67-72. 
341. Kuo YM, Li Z, Jiao Y, Gaborit N, Pani AK, et al. (2010) Extensive enteric nervous system 
abnormalities in mice transgenic for artificial chromosomes containing Parkinson disease-
associated alpha-synuclein gene mutations precede central nervous system changes. Hum Mol 
Genet 19: 1633-1650. 
342. Zhang W, Wang T, Pei Z, Miller DS, Wu X, et al. (2005) Aggregated alpha-synuclein activates 
microglia: a process leading to disease progression in Parkinson's disease. FASEB J 19: 533-542. 
343. Klegeris A, Pelech S, Giasson BI, Maguire J, Zhang H, et al. (2008) Alpha-synuclein activates stress 
signaling protein kinases in THP-1 cells and microglia. Neurobiol Aging 29: 739-752. 
344. Lee HJ, Suk JE, Patrick C, Bae EJ, Cho JH, et al. (2010) Direct transfer of alpha-synuclein from neuron 
to astroglia causes inflammatory responses in synucleinopathies. J Biol Chem 285: 9262-9272. 
345. Dixon C, Mathias N, Zweig RM, Davis DA, Gross DS (2005) Alpha-synuclein targets the plasma 
membrane via the secretory pathway and induces toxicity in yeast. Genetics 170: 47-59. 
346. Fiske M, White M, Valtierra S, Herrera S, Solvang K, et al. (2011) Familial Parkinson's Disease 
Mutant E46K alpha-Synuclein Localizes to Membranous Structures, Forms Aggregates, and 
Induces Toxicity in Yeast Models. ISRN Neurol 2011: 521847. 
347. Zabrocki P, Pellens K, Vanhelmont T, Vandebroek T, Griffioen G, et al. (2005) Characterization of 
alpha-synuclein aggregation and synergistic toxicity with protein tau in yeast. FEBS J 272: 1386-
1400. 
348. Soper JH, Roy S, Stieber A, Lee E, Wilson RB, et al. (2008) Alpha-synuclein-induced aggregation of 
cytoplasmic vesicles in Saccharomyces cerevisiae. Mol Biol Cell 19: 1093-1103. 
349. Franssens V, Boelen E, Anandhakumar J, Vanhelmont T, Buttner S, et al. (2010) Yeast unfolds the 
road map toward alpha-synuclein-induced cell death. Cell Death Differ 17: 746-753. 
350. Uversky VN (2007) Neuropathology, biochemistry, and biophysics of alpha-synuclein aggregation. J 
Neurochem 103: 17-37. 
351. Basso E, Antas P, Marijanovic Z, Goncalves S, Tenreiro S, et al. (2013) PLK2 Modulates alpha-
Synuclein Aggregation in Yeast and Mammalian Cells. Mol Neurobiol. 
352. Li W, West N, Colla E, Pletnikova O, Troncoso JC, et al. (2005) Aggregation promoting C-terminal 
truncation of alpha-synuclein is a normal cellular process and is enhanced by the familial 
Parkinson's disease-linked mutations. Proc Natl Acad Sci U S A 102: 2162-2167. 
353. Krishnan S, Chi EY, Wood SJ, Kendrick BS, Li C, et al. (2003) Oxidative dimer formation is the critical 
rate-limiting step for Parkinson's disease alpha-synuclein fibrillogenesis. Biochemistry 42: 829-
837. 
354. Outeiro TF, Lindquist S (2003) Yeast cells provide insight into alpha-synuclein biology and 
pathobiology. Science 302: 1772-1775. 
355. Sharma N, Brandis KA, Herrera SK, Johnson BE, Vaidya T, et al. (2006) alpha-Synuclein budding 
yeast model: toxicity enhanced by impaired proteasome and oxidative stress. J Mol Neurosci 
28: 161-178. 
356. Brandis KA, Holmes IF, England SJ, Sharma N, Kukreja L, et al. (2006) alpha-Synuclein fission yeast 
model: concentration-dependent aggregation without plasma membrane localization or 
toxicity. J Mol Neurosci 28: 179-191. 
89
357. Zabrocki P, Bastiaens I, Delay C, Bammens T, Ghillebert R, et al. (2008) Phosphorylation, lipid raft 
interaction and traffic of alpha-synuclein in a yeast model for Parkinson. Biochim Biophys Acta 
1783: 1767-1780. 
358. Liang J, Clark-Dixon C, Wang S, Flower TR, Williams-Hart T, et al. (2008) Novel suppressors of alpha-
synuclein toxicity identified using yeast. Hum Mol Genet 17: 3784-3795. 
359. Fan GH, Zhou HY, Yang H, Chen SD (2006) Heat shock proteins reduce alpha-synuclein aggregation 
induced by MPP+ in SK-N-SH cells. FEBS Lett 580: 3091-3098. 
360. Auluck PK, Meulener MC, Bonini NM (2005) Mechanisms of Suppression of {alpha}-Synuclein 
Neurotoxicity by Geldanamycin in Drosophila. J Biol Chem 280: 2873-2878. 
361. Shen HY, He JC, Wang Y, Huang QY, Chen JF (2005) Geldanamycin induces heat shock protein 70 
and protects against MPTP-induced dopaminergic neurotoxicity in mice. J Biol Chem 280: 
39962-39969. 
362. Yeger-Lotem E, Riva L, Su LJ, Gitler AD, Cashikar AG, et al. (2009) Bridging high-throughput genetic 
and transcriptional data reveals cellular responses to alpha-synuclein toxicity. Nat Genet 41: 
316-323. 
363. Gaeta A, Hider RC (2005) The crucial role of metal ions in neurodegeneration: the basis for a 
promising therapeutic strategy. Br J Pharmacol 146: 1041-1059. 
364. Griffioen G, Duhamel H, Van Damme N, Pellens K, Zabrocki P, et al. (2006) A yeast-based model of 
alpha-synucleinopathy identifies compounds with therapeutic potential. Biochim Biophys Acta 
1762: 312-318. 
365. Neve RL, Harris P, Kosik KS, Kurnit DM, Donlon TA (1986) Identification of cDNA clones for the 
human microtubule-associated protein tau and chromosomal localization of the genes for tau 
and microtubule-associated protein 2. Brain Res 387: 271-280. 
366. Andreadis A, Brown WM, Kosik KS (1992) Structure and novel exons of the human tau gene. 
Biochemistry 31: 10626-10633. 
367. Goedert M, Spillantini MG (2006) A century of Alzheimer's disease. Science 314: 777-781. 
368. Goedert M, Spillantini MG, Jakes R, Rutherford D, Crowther RA (1989) Multiple isoforms of human 
microtubule-associated protein tau: sequences and localization in neurofibrillary tangles of 
Alzheimer's disease. Neuron 3: 519-526. 
369. Goedert M, Jakes R (1990) Expression of separate isoforms of human tau protein: correlation with 
the tau pattern in brain and effects on tubulin polymerization. EMBO J 9: 4225-4230. 
370. Hong M, Zhukareva V, Vogelsberg-Ragaglia V, Wszolek Z, Reed L, et al. (1998) Mutation-specific 
functional impairments in distinct tau isoforms of hereditary FTDP-17. Science 282: 1914-1917. 
371. Bramblett GT, Goedert M, Jakes R, Merrick SE, Trojanowski JQ, et al. (1993) Abnormal tau 
phosphorylation at Ser396 in Alzheimer's disease recapitulates development and contributes to 
reduced microtubule binding. Neuron 10: 1089-1099. 
372. Yoshida H, Ihara Y (1993) Tau in paired helical filaments is functionally distinct from fetal tau: 
assembly incompetence of paired helical filament-tau. J Neurochem 61: 1183-1186. 
373. He HJ, Wang XS, Pan R, Wang DL, Liu MN, et al. (2009) The proline-rich domain of tau plays a role in 
interactions with actin. BMC Cell Biol 10: 81. 
374. Gallo G (2007) Tau is actin up in Alzheimer's disease. Nat Cell Biol 9: 133-134. 
375. Fulga TA, Elson-Schwab I, Khurana V, Steinhilb ML, Spires TL, et al. (2007) Abnormal bundling and 
accumulation of F-actin mediates tau-induced neuronal degeneration in vivo. Nat Cell Biol 9: 
139-148. 
376. Roy S, Zhang B, Lee VM, Trojanowski JQ (2005) Axonal transport defects: a common theme in 
neurodegenerative diseases. Acta Neuropathol 109: 5-13. 
377. Agarwal-Mawal A, Qureshi HY, Cafferty PW, Yuan Z, Han D, et al. (2003) 14-3-3 connects glycogen 
synthase kinase-3 beta to tau within a brain microtubule-associated tau phosphorylation 
complex. J Biol Chem 278: 12722-12728. 
378. Jenkins SM, Johnson GV (1998) Tau complexes with phospholipase C-gamma in situ. Neuroreport 9: 
67-71. 
379. Lee G, Newman ST, Gard DL, Band H, Panchamoorthy G (1998) Tau interacts with src-family non-
receptor tyrosine kinases. J Cell Sci 111 ( Pt 21): 3167-3177. 
380. Reynolds CH, Garwood CJ, Wray S, Price C, Kellie S, et al. (2008) Phosphorylation regulates tau 
interactions with Src homology 3 domains of phosphatidylinositol 3-kinase, phospholipase 
Cgamma1, Grb2, and Src family kinases. J Biol Chem 283: 18177-18186. 
90
381. Vega IE, Traverso EE, Ferrer-Acosta Y, Matos E, Colon M, et al. (2008) A novel calcium-binding 
protein is associated with tau proteins in tauopathy. J Neurochem 106: 96-106. 
382. Lee G, Thangavel R, Sharma VM, Litersky JM, Bhaskar K, et al. (2004) Phosphorylation of tau by fyn: 
implications for Alzheimer's disease. J Neurosci 24: 2304-2312. 
383. Bhaskar K, Yen SH, Lee G (2005) Disease-related modifications in tau affect the interaction between 
Fyn and Tau. J Biol Chem 280: 35119-35125. 
384. Kawarabayashi T, Shoji M, Younkin LH, Wen-Lang L, Dickson DW, et al. (2004) Dimeric amyloid beta 
protein rapidly accumulates in lipid rafts followed by apolipoprotein E and phosphorylated tau 
accumulation in the Tg2576 mouse model of Alzheimer's disease. J Neurosci 24: 3801-3809. 
385. Williamson R, Usardi A, Hanger DP, Anderton BH (2008) Membrane-bound beta-amyloid oligomers 
are recruited into lipid rafts by a fyn-dependent mechanism. FASEB J 22: 1552-1559. 
386. Wilhelmsen KC, Lynch T, Pavlou E, Higgins M, Nygaard TG (1994) Localization of disinhibition-
dementia-parkinsonism-amyotrophy complex to 17q21-22. Am J Hum Genet 55: 1159-1165. 
387. Hutton M, Lendon CL, Rizzu P, Baker M, Froelich S, et al. (1998) Association of missense and 5'-
splice-site mutations in tau with the inherited dementia FTDP-17. Nature 393: 702-705. 
388. Spillantini MG, Murrell JR, Goedert M, Farlow MR, Klug A, et al. (1998) Mutation in the tau gene in 
familial multiple system tauopathy with presenile dementia. Proc Natl Acad Sci U S A 95: 7737-
7741. 
389. Alonso Adel C, Mederlyova A, Novak M, Grundke-Iqbal I, Iqbal K (2004) Promotion of 
hyperphosphorylation by frontotemporal dementia tau mutations. J Biol Chem 279: 34873-
34881. 
390. Bugiani O, Murrell JR, Giaccone G, Hasegawa M, Ghigo G, et al. (1999) Frontotemporal dementia 
and corticobasal degeneration in a family with a P301S mutation in tau. J Neuropathol Exp 
Neurol 58: 667-677. 
391. Stefansson H, Helgason A, Thorleifsson G, Steinthorsdottir V, Masson G, et al. (2005) A common 
inversion under selection in Europeans. Nat Genet 37: 129-137. 
392. Kalinderi K, Fidani L, Bostantjopoulou S (2009) From 1997 to 2007: a decade journey through the 
H1 haplotype on 17q21 chromosome. Parkinsonism Relat Disord 15: 2-5. 
393. Bennett P, Bonifati V, Bonuccelli U, Colosimo C, De Mari M, et al. (1998) Direct genetic evidence for 
involvement of tau in progressive supranuclear palsy. European Study Group on Atypical 
Parkinsonism Consortium. Neurology 51: 982-985. 
394. Conrad C, Andreadis A, Trojanowski JQ, Dickson DW, Kang D, et al. (1997) Genetic evidence for the 
involvement of tau in progressive supranuclear palsy. Ann Neurol 41: 277-281. 
395. Baker M, Litvan I, Houlden H, Adamson J, Dickson D, et al. (1999) Association of an extended 
haplotype in the tau gene with progressive supranuclear palsy. Hum Mol Genet 8: 711-715. 
396. Houlden H, Baker M, Morris HR, MacDonald N, Pickering-Brown S, et al. (2001) Corticobasal 
degeneration and progressive supranuclear palsy share a common tau haplotype. Neurology 
56: 1702-1706. 
397. Pastor P, Ezquerra M, Munoz E, Marti MJ, Blesa R, et al. (2000) Significant association between the 
tau gene A0/A0 genotype and Parkinson's disease. Ann Neurol 47: 242-245. 
398. Elbaz A, Ross OA, Ioannidis JP, Soto-Ortolaza AI, Moisan F, et al. (2011) Independent and joint 
effects of the MAPT and SNCA genes in Parkinson disease. Ann Neurol 69: 778-792. 
399. Trotta L, Guella I, Solda G, Sironi F, Tesei S, et al. (2012) SNCA and MAPT genes: Independent and 
joint effects in Parkinson disease in the Italian population. Parkinsonism Relat Disord 18: 257-
262. 
400. Tobin JE, Latourelle JC, Lew MF, Klein C, Suchowersky O, et al. (2008) Haplotypes and gene 
expression implicate the MAPT region for Parkinson disease: the GenePD Study. Neurology 71: 
28-34. 
401. Zabetian CP, Hutter CM, Factor SA, Nutt JG, Higgins DS, et al. (2007) Association analysis of MAPT 
H1 haplotype and subhaplotypes in Parkinson's disease. Ann Neurol 62: 137-144. 
402. Refenes N, Bolbrinker J, Tagaris G, Orlacchio A, Drakoulis N, et al. (2009) Role of the H1 haplotype 
of microtubule-associated protein tau (MAPT) gene in Greek patients with Parkinson's disease. 
BMC Neurol 9: 26. 
403. Nalls MA, Plagnol V, Hernandez DG, Sharma M, Sheerin UM, et al. (2011) Imputation of sequence 
variants for identification of genetic risks for Parkinson's disease: a meta-analysis of genome-
wide association studies. Lancet 377: 641-649. 
91
404. Caffrey TM, Joachim C, Wade-Martins R (2008) Haplotype-specific expression of the N-terminal 
exons 2 and 3 at the human MAPT locus. Neurobiol Aging 29: 1923-1929. 
405. Zhong Q, Congdon EE, Nagaraja HN, Kuret J (2012) Tau isoform composition influences rate and 
extent of filament formation. J Biol Chem 287: 20711-20719. 
406. Ishiguro K, Shiratsuchi A, Sato S, Omori A, Arioka M, et al. (1993) Glycogen synthase kinase 3 beta is 
identical to tau protein kinase I generating several epitopes of paired helical filaments. FEBS 
Lett 325: 167-172. 
407. Kobayashi S, Ishiguro K, Omori A, Takamatsu M, Arioka M, et al. (1993) A cdc2-related kinase 
PSSALRE/cdk5 is homologous with the 30 kDa subunit of tau protein kinase II, a proline-directed 
protein kinase associated with microtubule. FEBS Lett 335: 171-175. 
408. Flaherty DB, Soria JP, Tomasiewicz HG, Wood JG (2000) Phosphorylation of human tau protein by 
microtubule-associated kinases: GSK3beta and cdk5 are key participants. J Neurosci Res 62: 
463-472. 
409. Michel G, Mercken M, Murayama M, Noguchi K, Ishiguro K, et al. (1998) Characterization of tau 
phosphorylation in glycogen synthase kinase-3beta and cyclin dependent kinase-5 activator 
(p23) transfected cells. Biochim Biophys Acta 1380: 177-182. 
410. Wagner U, Utton M, Gallo JM, Miller CC (1996) Cellular phosphorylation of tau by GSK-3 beta 
influences tau binding to microtubules and microtubule organisation. J Cell Sci 109 ( Pt 6): 
1537-1543. 
411. Lovestone S, Hartley CL, Pearce J, Anderton BH (1996) Phosphorylation of tau by glycogen synthase 
kinase-3 beta in intact mammalian cells: the effects on the organization and stability of 
microtubules. Neuroscience 73: 1145-1157. 
412. Shimura H, Schwartz D, Gygi SP, Kosik KS (2004) CHIP-Hsc70 complex ubiquitinates phosphorylated 
tau and enhances cell survival. J Biol Chem 279: 4869-4876. 
413. Evans DB, Rank KB, Bhattacharya K, Thomsen DR, Gurney ME, et al. (2000) Tau phosphorylation at 
serine 396 and serine 404 by human recombinant tau protein kinase II inhibits tau's ability to 
promote microtubule assembly. J Biol Chem 275: 24977-24983. 
414. Utton MA, Vandecandelaere A, Wagner U, Reynolds CH, Gibb GM, et al. (1997) Phosphorylation of 
tau by glycogen synthase kinase 3beta affects the ability of tau to promote microtubule self-
assembly. Biochem J 323 ( Pt 3): 741-747. 
415. Paudel HK (1997) Phosphorylation by neuronal cdc2-like protein kinase promotes dimerization of 
Tau protein in vitro. J Biol Chem 272: 28328-28334. 
416. Lee KY, Clark AW, Rosales JL, Chapman K, Fung T, et al. (1999) Elevated neuronal Cdc2-like kinase 
activity in the Alzheimer disease brain. Neurosci Res 34: 21-29. 
417. Noble W, Olm V, Takata K, Casey E, Mary O, et al. (2003) Cdk5 is a key factor in tau aggregation and 
tangle formation in vivo. Neuron 38: 555-565. 
418. Zambrano CA, Egana JT, Nunez MT, Maccioni RB, Gonzalez-Billault C (2004) Oxidative stress 
promotes tau dephosphorylation in neuronal cells: the roles of cdk5 and PP1. Free Radic Biol 
Med 36: 1393-1402. 
419. Wen Y, Planel E, Herman M, Figueroa HY, Wang L, et al. (2008) Interplay between cyclin-dependent 
kinase 5 and glycogen synthase kinase 3 beta mediated by neuregulin signaling leads to 
differential effects on tau phosphorylation and amyloid precursor protein processing. J 
Neurosci 28: 2624-2632. 
420. Drewes G, Ebneth A, Preuss U, Mandelkow EM, Mandelkow E (1997) MARK, a novel family of 
protein kinases that phosphorylate microtubule-associated proteins and trigger microtubule 
disruption. Cell 89: 297-308. 
421. Schneider A, Biernat J, von Bergen M, Mandelkow E, Mandelkow EM (1999) Phosphorylation that 
detaches tau protein from microtubules (Ser262, Ser214) also protects it against aggregation 
into Alzheimer paired helical filaments. Biochemistry 38: 3549-3558. 
422. Nishimura I, Yang Y, Lu B (2004) PAR-1 kinase plays an initiator role in a temporally ordered 
phosphorylation process that confers tau toxicity in Drosophila. Cell 116: 671-682. 
423. Arriagada PV, Growdon JH, Hedley-Whyte ET, Hyman BT (1992) Neurofibrillary tangles but not 
senile plaques parallel duration and severity of Alzheimer's disease. Neurology 42: 631-639. 
424. Giannakopoulos P, Herrmann FR, Bussiere T, Bouras C, Kovari E, et al. (2003) Tangle and neuron 
numbers, but not amyloid load, predict cognitive status in Alzheimer's disease. Neurology 60: 
1495-1500. 
92
425. Gomez-Isla T, Hollister R, West H, Mui S, Growdon JH, et al. (1997) Neuronal loss correlates with 
but exceeds neurofibrillary tangles in Alzheimer's disease. Ann Neurol 41: 17-24. 
426. Berger Z, Roder H, Hanna A, Carlson A, Rangachari V, et al. (2007) Accumulation of pathological tau 
species and memory loss in a conditional model of tauopathy. J Neurosci 27: 3650-3662. 
427. Bretteville A, Planel E (2008) Tau aggregates: toxic, inert, or protective species? J Alzheimers Dis 14: 
431-436. 
428. Escobar-Khondiker M, Hollerhage M, Muriel MP, Champy P, Bach A, et al. (2007) Annonacin, a 
natural mitochondrial complex I inhibitor, causes tau pathology in cultured neurons. J Neurosci 
27: 7827-7837. 
429. Lemasters JJ, Nieminen AL, Qian T, Trost LC, Elmore SP, et al. (1998) The mitochondrial permeability 
transition in cell death: a common mechanism in necrosis, apoptosis and autophagy. Biochim 
Biophys Acta 1366: 177-196. 
430. Poppek D, Keck S, Ermak G, Jung T, Stolzing A, et al. (2006) Phosphorylation inhibits turnover of the 
tau protein by the proteasome: influence of RCAN1 and oxidative stress. Biochem J 400: 511-
520. 
431. Mori H, Kondo J, Ihara Y (1987) Ubiquitin is a component of paired helical filaments in Alzheimer's 
disease. Science 235: 1641-1644. 
432. Hatakeyama S, Matsumoto M, Kamura T, Murayama M, Chui DH, et al. (2004) U-box protein 
carboxyl terminus of Hsc70-interacting protein (CHIP) mediates poly-ubiquitylation 
preferentially on four-repeat Tau and is involved in neurodegeneration of tauopathy. J 
Neurochem 91: 299-307. 
433. Babu JR, Geetha T, Wooten MW (2005) Sequestosome 1/p62 shuttles polyubiquitinated tau for 
proteasomal degradation. J Neurochem 94: 192-203. 
434. Morishima-Kawashima M, Hasegawa M, Takio K, Suzuki M, Titani K, et al. (1993) Ubiquitin is 
conjugated with amino-terminally processed tau in paired helical filaments. Neuron 10: 1151-
1160. 
435. David DC, Layfield R, Serpell L, Narain Y, Goedert M, et al. (2002) Proteasomal degradation of tau 
protein. J Neurochem 83: 176-185. 
436. Dickey CA, Kamal A, Lundgren K, Klosak N, Bailey RM, et al. (2007) The high-affinity HSP90-CHIP 
complex recognizes and selectively degrades phosphorylated tau client proteins. J Clin Invest 
117: 648-658. 
437. Zhang JY, Liu SJ, Li HL, Wang JZ (2005) Microtubule-associated protein tau is a substrate of 
ATP/Mg(2+)-dependent proteasome protease system. J Neural Transm 112: 547-555. 
438. Wang Y, Martinez-Vicente M, Kruger U, Kaushik S, Wong E, et al. (2009) Tau fragmentation, 
aggregation and clearance: the dual role of lysosomal processing. Hum Mol Genet 18: 4153-
4170. 
439. Brown MR, Bondada V, Keller JN, Thorpe J, Geddes JW (2005) Proteasome or calpain inhibition 
does not alter cellular tau levels in neuroblastoma cells or primary neurons. J Alzheimers Dis 7: 
15-24. 
440. Feuillette S, Blard O, Lecourtois M, Frebourg T, Campion D, et al. (2005) Tau is not normally 
degraded by the proteasome. J Neurosci Res 80: 400-405. 
441. Delobel P, Leroy O, Hamdane M, Sambo AV, Delacourte A, et al. (2005) Proteasome inhibition and 
Tau proteolysis: an unexpected regulation. FEBS Lett 579: 1-5. 
442. Kruger U, Wang Y, Kumar S, Mandelkow EM (2012) Autophagic degradation of tau in primary 
neurons and its enhancement by trehalose. Neurobiol Aging 33: 2291-2305. 
443. Dolan PJ, Johnson GV (2010) A caspase cleaved form of tau is preferentially degraded through the 
autophagy pathway. J Biol Chem 285: 21978-21987. 
444. Keck S, Nitsch R, Grune T, Ullrich O (2003) Proteasome inhibition by paired helical filament-tau in 
brains of patients with Alzheimer's disease. J Neurochem 85: 115-122. 
445. Berger Z, Ravikumar B, Menzies FM, Oroz LG, Underwood BR, et al. (2006) Rapamycin alleviates 
toxicity of different aggregate-prone proteins. Hum Mol Genet 15: 433-442. 
446. Rodriguez-Navarro JA, Rodriguez L, Casarejos MJ, Solano RM, Gomez A, et al. (2010) Trehalose 
ameliorates dopaminergic and tau pathology in parkin deleted/tau overexpressing mice 
through autophagy activation. Neurobiol Dis 39: 423-438. 
447. Shemesh OA, Spira ME (2010) Hallmark cellular pathology of Alzheimer's disease induced by 
mutant human tau expression in cultured Aplysia neurons. Acta Neuropathol 120: 209-222. 
93
448. Lin WL, Lewis J, Yen SH, Hutton M, Dickson DW (2003) Ultrastructural neuronal pathology in 
transgenic mice expressing mutant (P301L) human tau. J Neurocytol 32: 1091-1105. 
449. Lim F, Hernandez F, Lucas JJ, Gomez-Ramos P, Moran MA, et al. (2001) FTDP-17 mutations in tau 
transgenic mice provoke lysosomal abnormalities and Tau filaments in forebrain. Mol Cell 
Neurosci 18: 702-714. 
450. Saito Y, Ruberu NN, Sawabe M, Arai T, Tanaka N, et al. (2004) Staging of argyrophilic grains: an age-
associated tauopathy. J Neuropathol Exp Neurol 63: 911-918. 
451. Clavaguera F, Bolmont T, Crowther RA, Abramowski D, Frank S, et al. (2009) Transmission and 
spreading of tauopathy in transgenic mouse brain. Nat Cell Biol 11: 909-913. 
452. Allen B, Ingram E, Takao M, Smith MJ, Jakes R, et al. (2002) Abundant tau filaments and 
nonapoptotic neurodegeneration in transgenic mice expressing human P301S tau protein. J 
Neurosci 22: 9340-9351. 
453. Yamada K, Cirrito JR, Stewart FR, Jiang H, Finn MB, et al. (2011) In vivo microdialysis reveals age-
dependent decrease of brain interstitial fluid tau levels in P301S human tau transgenic mice. J 
Neurosci 31: 13110-13117. 
454. Saman S, Kim W, Raya M, Visnick Y, Miro S, et al. (2012) Exosome-associated tau is secreted in 
tauopathy models and is selectively phosphorylated in cerebrospinal fluid in early Alzheimer 
disease. J Biol Chem 287: 3842-3849. 
455. Karch CM, Jeng AT, Goate AM (2012) Extracellular Tau levels are influenced by variability in Tau 
that is associated with tauopathies. J Biol Chem 287: 42751-42762. 
456. Gomez-Ramos A, Diaz-Hernandez M, Cuadros R, Hernandez F, Avila J (2006) Extracellular tau is 
toxic to neuronal cells. FEBS Lett 580: 4842-4850. 
457. Frost B, Jacks RL, Diamond MI (2009) Propagation of tau misfolding from the outside to the inside 
of a cell. J Biol Chem 284: 12845-12852. 
458. Guo JL, Lee VM (2011) Seeding of normal Tau by pathological Tau conformers drives pathogenesis 
of Alzheimer-like tangles. J Biol Chem 286: 15317-15331. 
459. Santa-Maria I, Varghese M, Ksiezak-Reding H, Dzhun A, Wang J, et al. (2012) Paired helical filaments 
from Alzheimer disease brain induce intracellular accumulation of Tau protein in aggresomes. J 
Biol Chem 287: 20522-20533. 
460. Kfoury N, Holmes BB, Jiang H, Holtzman DM, Diamond MI (2012) Trans-cellular propagation of Tau 
aggregation by fibrillar species. J Biol Chem 287: 19440-19451. 
461. Holmes BB, Diamond MI (2012) Cellular mechanisms of protein aggregate propagation. Curr Opin 
Neurol 25: 721-726. 
462. Wu JW, Herman M, Liu L, Simoes S, Acker CM, et al. (2013) Small misfolded Tau species are 
internalized via bulk endocytosis and anterogradely and retrogradely transported in neurons. J 
Biol Chem 288: 1856-1870. 
463. Liu L, Drouet V, Wu JW, Witter MP, Small SA, et al. (2012) Trans-synaptic spread of tau pathology in 
vivo. PLoS One 7: e31302. 
464. de Calignon A, Polydoro M, Suarez-Calvet M, William C, Adamowicz DH, et al. (2012) Propagation of 
tau pathology in a model of early Alzheimer's disease. Neuron 73: 685-697. 
465. De Vos A, Anandhakumar J, Van den Brande J, Verduyckt M, Franssens V, et al. (2011) Yeast as a 
model system to study tau biology. Int J Alzheimers Dis 2011: 428970. 
466. Mager WH, Winderickx J (2005) Yeast as a model for medical and medicinal research. Trends 
Pharmacol Sci 26: 265-273. 
467. Spittaels K, Van den Haute C, Van Dorpe J, Geerts H, Mercken M, et al. (2000) Glycogen synthase 
kinase-3beta phosphorylates protein tau and rescues the axonopathy in the central nervous 
system of human four-repeat tau transgenic mice. J Biol Chem 275: 41340-41349. 
468. Jicha GA, Weaver C, Lane E, Vianna C, Kress Y, et al. (1999) cAMP-dependent protein kinase 
phosphorylations on tau in Alzheimer's disease. J Neurosci 19: 7486-7494. 
469. Vandebroek T, Vanhelmont T, Terwel D, Borghgraef P, Lemaire K, et al. (2005) Identification and 
isolation of a hyperphosphorylated, conformationally changed intermediate of human protein 
tau expressed in yeast. Biochemistry 44: 11466-11475. 
470. Vandebroek T, Terwel D, Vanhelmont T, Gysemans M, Van Haesendonck C, et al. (2006) 
Microtubule binding and clustering of human Tau-4R and Tau-P301L proteins isolated from 
yeast deficient in orthologues of glycogen synthase kinase-3beta or cdk5. J Biol Chem 281: 
25388-25397. 
94
471. Vanhelmont T, Vandebroek T, De Vos A, Terwel D, Lemaire K, et al. (2010) Serine-409 
phosphorylation and oxidative damage define aggregation of human protein tau in yeast. FEMS 
Yeast Res 10: 992-1005. 
472. Kimura T, Ono T, Takamatsu J, Yamamoto H, Ikegami K, et al. (1996) Sequential changes of tau-site-
specific phosphorylation during development of paired helical filaments. Dementia 7: 177-181. 
473. Arima K, Hirai S, Sunohara N, Aoto K, Izumiyama Y, et al. (1999) Cellular co-localization of 
phosphorylated tau- and NACP/alpha-synuclein-epitopes in lewy bodies in sporadic Parkinson's 
disease and in dementia with Lewy bodies. Brain Res 843: 53-61. 
474. Ishizawa T, Mattila P, Davies P, Wang D, Dickson DW (2003) Colocalization of tau and alpha-
synuclein epitopes in Lewy bodies. J Neuropathol Exp Neurol 62: 389-397. 
475. Duda JE, Giasson BI, Mabon ME, Miller DC, Golbe LI, et al. (2002) Concurrence of alpha-synuclein 
and tau brain pathology in the Contursi kindred. Acta Neuropathol 104: 7-11. 
476. Kotzbauer PT, Giasson BI, Kravitz AV, Golbe LI, Mark MH, et al. (2004) Fibrillization of alpha-
synuclein and tau in familial Parkinson's disease caused by the A53T alpha-synuclein mutation. 
Exp Neurol 187: 279-288. 
477. Saito Y, Kawai M, Inoue K, Sasaki R, Arai H, et al. (2000) Widespread expression of alpha-synuclein 
and tau immunoreactivity in Hallervorden-Spatz syndrome with protracted clinical course. J 
Neurol Sci 177: 48-59. 
478. Giasson BI, Mabon ME, Duda JE, Montine TJ, Robertson D, et al. (2003) Tau and 14-3-3 in glial 
cytoplasmic inclusions of multiple system atrophy. Acta Neuropathol 106: 243-250. 
479. Benussi L, Ghidoni R, Paterlini A, Nicosia F, Alberici AC, et al. (2005) Interaction between tau and 
alpha-synuclein proteins is impaired in the presence of P301L tau mutation. Exp Cell Res 308: 
78-84. 
480. Esposito A, Dohm CP, Kermer P, Bahr M, Wouters FS (2007) alpha-Synuclein and its disease-related 
mutants interact differentially with the microtubule protein tau and associate with the actin 
cytoskeleton. Neurobiol Dis 26: 521-531. 
481. Waxman EA, Giasson BI (2011) Induction of intracellular tau aggregation is promoted by alpha-
synuclein seeds and provides novel insights into the hyperphosphorylation of tau. J Neurosci 
31: 7604-7618. 
482. Badiola N, de Oliveira RM, Herrera F, Guardia-Laguarta C, Goncalves SA, et al. (2011) Tau enhances 
alpha-synuclein aggregation and toxicity in cellular models of synucleinopathy. PLoS One 6: 
e26609. 
483. Frasier M, Walzer M, McCarthy L, Magnuson D, Lee JM, et al. (2005) Tau phosphorylation increases 
in symptomatic mice overexpressing A30P alpha-synuclein. Exp Neurol 192: 274-287. 
484. Duka T, Rusnak M, Drolet RE, Duka V, Wersinger C, et al. (2006) Alpha-synuclein induces 
hyperphosphorylation of Tau in the MPTP model of parkinsonism. FASEB J 20: 2302-2312. 
485. Kawakami F, Suzuki M, Shimada N, Kagiya G, Ohta E, et al. (2011) Stimulatory effect of alpha-
synuclein on the tau-phosphorylation by GSK-3beta. FEBS J 278: 4895-4904. 
486. Simon-Sanchez J, Schulte C, Bras JM, Sharma M, Gibbs JR, et al. (2009) Genome-wide association 
study reveals genetic risk underlying Parkinson's disease. Nat Genet 41: 1308-1312. 
487. Satake W, Nakabayashi Y, Mizuta I, Hirota Y, Ito C, et al. (2009) Genome-wide association study 
identifies common variants at four loci as genetic risk factors for Parkinson's disease. Nat Genet 
41: 1303-1307. 
488. Pankratz N, Wilk JB, Latourelle JC, DeStefano AL, Halter C, et al. (2009) Genomewide association 
study for susceptibility genes contributing to familial Parkinson disease. Hum Genet 124: 593-
605. 
489. Sentheshanmuganathan S (1960) The purification and properties of the tyrosine-2-oxoglutarate 
transaminase of Saccharomyces cerevisiae. Biochem J 77: 619-625. 
490. Bassett DE, Jr., Basrai MA, Connelly C, Hyland KM, Kitagawa K, et al. (1996) Exploiting the complete 
yeast genome sequence. Curr Opin Genet Dev 6: 763-766. 
491. Dujon B (1996) The yeast genome project: what did we learn? Trends Genet 12: 263-270. 
492. Foury F (1997) Human genetic diseases: a cross-talk between man and yeast. Gene 195: 1-10. 
493. Griffioen G (2007) Targeting disease, not disease targets: Innovative approaches in tackling 
neurodegenerative disorders. IDrugs 10: 259-263. 
494. Winzeler EA, Shoemaker DD, Astromoff A, Liang H, Anderson K, et al. (1999) Functional 
characterization of the S. cerevisiae genome by gene deletion and parallel analysis. Science 
285: 901-906. 
95
495. Jones GM, Stalker J, Humphray S, West A, Cox T, et al. (2008) A systematic library for 
comprehensive overexpression screens in Saccharomyces cerevisiae. Nat Methods 5: 239-241. 
496. Gelperin DM, White MA, Wilkinson ML, Kon Y, Kung LA, et al. (2005) Biochemical and genetic 
analysis of the yeast proteome with a movable ORF collection. Genes Dev 19: 2816-2826. 
497. Sopko R, Huang D, Preston N, Chua G, Papp B, et al. (2006) Mapping pathways and phenotypes by 
systematic gene overexpression. Mol Cell 21: 319-330. 
498. Cavadini P, Gellera C, Patel PI, Isaya G (2000) Human frataxin maintains mitochondrial iron 
homeostasis in Saccharomyces cerevisiae. Hum Mol Genet 9: 2523-2530. 
499. Breitenbach M, Ralser M, Perrone GG, Iglseder B, Rinnerthaler M, et al. (2013) Oxidative stress and 
neurodegeneration: the yeast model system. Front Biosci (Landmark Ed) 18: 1174-1193. 
500. Mustacchi R, Hohmann S, Nielsen J (2006) Yeast systems biology to unravel the network of life. 
Yeast 23: 227-238. 
501. Ciaccioli G, Martins A, Rodrigues C, Vieira H, Calado P (2013) A powerful yeast model to investigate 
the synergistic interaction of alpha-synuclein and tau in neurodegeneration. PLoS One 8: 
e55848. 
502. Ito H, Fukuda Y, Murata K, Kimura A (1983) Transformation of intact yeast cells treated with alkali 
cations. J Bacteriol 153: 163-168. 
503. Kremer A, Louis JV, Jaworski T, Van Leuven F (2011) GSK3 and Alzheimer's Disease: Facts and 
Fiction. Front Mol Neurosci 4: 17. 
504. Pritchard SM, Dolan PJ, Vitkus A, Johnson GV (2011) The toxicity of tau in Alzheimer disease: 
turnover, targets and potential therapeutics. J Cell Mol Med 15: 1621-1635. 
505. Buee-Scherrer V, Condamines O, Mourton-Gilles C, Jakes R, Goedert M, et al. (1996) AD2, a 
phosphorylation-dependent monoclonal antibody directed against tau proteins found in 
Alzheimer's disease. Brain Res Mol Brain Res 39: 79-88. 
506. Hanger DP, Anderton BH, Noble W (2009) Tau phosphorylation: the therapeutic challenge for 
neurodegenerative disease. Trends Mol Med 15: 112-119. 
507. Kassir Y, Rubin-Bejerano I, Mandel-Gutfreund Y (2006) The Saccharomyces cerevisiae GSK-3 beta 
homologs. Curr Drug Targets 7: 1455-1465. 
96 96
